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(57) Abstract 

A functional RNP containing (->chain single stranded RNA originating in Sendai virus which has been modified so as not to express 
any envelope protein. An RNP containing this foreign gene is prepared and inserted into a cell with the use of a cationic liposome, thereby 
successfully expressing the foreign gene. 
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mmm 

^^RNA>i7^;u^^^^-i:li^^<M^S^o^©^^^oT^^o^©yy 

A^$rW^^^S^i:iiT-§^^o^^;i'X©RNA^yA*T>^yy 
A&SK'J#M*>^7K1f£& (ribonucleoprotein complex; RNP) ©BT* 
££U 7°^ 7v£IRNA^;i/ 7s ©£?{;:, nRNAs#fflffitt£«©$V AHHAC/W 3/ 
XLT^V A©RNP^©7*>7U£2*S-f -S^ofcZ^-fe^©^ 
HtfJfiifjeSft^o ^^©^^X&g^RNAtfU^ — RNPW 
^^11!; LT^;i/7mm©te«fcli^;i';*>7V A©mS^fTOo 33* 
t^t;i:l:7^7;^iENA (nsRNA) ;i/7Jif§i«©i««T©<friim t 
N DNA7x— X£#fcfc^fca&&feti^©ffi#i&& (integration)(ijg<I £>&t^o 

MmiRNAP±©ffli^«i*J5ix.*K«)?>n-n^^o cti^SfKiv^^ii 
rna-7 ^ ©jte^iBS^ 7 * - 1 1 r ©££« t %±mz * § < z> * 

©^HfrftSo 

^fPM^&nsRNA^;^©*^*-^^ «W ^7 (SeV)££B ITlto 

-fe>y^>>-r;i/X(i#^gi5^x'^i-7|gRNA^^;u7T% ^7^v^-f;v7 ( 
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paramyxovirus) £JBU murine parainfluenza virus©— HT-fe^o ZO04)V 
MZtV\Ztt\sZmm&Vft^£et>tlT^2>o ^fcs (Z strain) 

&3 (J. of General Virology (1997) 78,3207-3215) o 3©&li^^7^ 

tzo ^>V4 04 ;i/X(£:io©x>^D-7lf*>^K^fc3hemagglutinin- 
neuraninidase(HN) ^fusion protein(F) fC?i£WMl3^*. fflH&££ 
jgZU 33jWcg#©RNA#lM7~ fe*h'J#7^b^7°D^-f > (RNP) 
ft©Jfc-C#S IT SRNA^fy A £«K £ »ttJ U * -T- £ 4 ;UX©mRNA©fe^St>" 
^rVA«fta (Bitzer, M. et al., J. Virol. 71(7) :5481-5486, 1997) 

o 

^>^4 04 ^xn^mt^m^m^-c^^o zo^mz^xit, m 

LLC-MK2«£T7 RNA #U ££3- 1**49 *S/=7£-f 

T77"D^E-^--e3> vu—jitz-kyyj 04 fr^oTyj-y j 

U^U-Y't^T'yT.X Vts *>^^;i/*©&*>^«(NPKRNA*iM 
5—g*W^K(P L)£u-K LT^£3o©:/-7;U F fcHBSCffllte 

, ZL©$t&tt&4V ARNPs£?l1ffj&m& 5 h ^^©Chorioallantoic sac£*$ 
AUTK , J^>©±i*e ; &f7d (Kato, A. et al. Genes cells 1, 569-579 (1996) 

)o 

RS«lOa*C:i:*«fiI^nT*») (J. B.C. (1997) 272, 16578-16584), :©«ta 



ff 
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. £ £ (Z x Hz >^ ^7 >f ^XJ&^fiJffl RNP©^7 * - 1 LX<DfflR(D>& 

KMLtz^yn t>4 y AcDNA£HSU £ £ t«f*|-t-KcDNA£$g3S£ 

t x mmfc? a £ fix ^ ) o c tit j; t> t ^ ? * - zmommz & 
W£*>^?nz%mtzmmzm\LsmMMftxmfcJ i km'f;2**%t2> 

mfc^mmmmizmAvtzo *(d&^ rnp#«a<* vx-*-x 
^^GFPo^^m^nfeo 

agA U fe^T- * > RNPtC^ 3: ft 5 $ mMZ it S Z. t # RllST' S £ t 
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( 1 ) (a)^5 5. 1 )\s7>®'Pti.< tb-^XD^>^U-7$ 

, &£Tf (b) m (-) iH^MAlcJ^D-K;**!^ ^RNAK*S£1-£* > 

(2) (-) ii-*wa^np^>^^Kx p^w^k, j£&Tn$>^?nz%, 

fr#&$BSL£^J:5Cafc&£*vt^2u (1) £i38©&-&frx 

(3) (-) «j-*«ENA**-b>^->>f;i/^l;**f *s (1) £fctt(2)£§2 
«©&£#, 

(4) (-) m-*ffiMKifi, (l)<pf> (3 

(5) (4) CgB«oa^*i3«fcV*^*>i4ffiH*^tfjie : ?*Affl«afiE»x 

( 6 ) ( 4 )cie«©«£<tt3 >j v-^^trae^f #Affl»fiK«i 

(7) (5) (6) CE«©»e^#AfflfflJ*»*«OaK:»A-rsxgft^ 
/^^VtK ;i^jft«W>>l/X© r NP> P, M, F, HN, IS&VLM&^J tit, 

\sXVnt74)l*m N P/C/V M F HN - L 
;^7^7^l/^I N P/V M F HN (SH) L 



WO 00/70055 



PCT/JPOO/03194 



-5- 

*-tf U>W;i/*JS N P/C/V M F H - L 
WyUtrt? ^ 2 ;i/X^4 (Paramyxoviridae) © 1/ X t? n £ ( 

Respirovirus) I^I^nS^^^-f ^C&jHk? ©liSiE?!l©x-^ 
-^©7 , ^-bf>a>S^(i. NPiffc^Ko^TIi M29343, M30202, M30203, 
M30204, M51331, M55565, M69046, X17218, P3»s?£Wtt± M30202, M30203, 
M30204, M55565, M69046, X00583, X17007, X17008, Mjte^f Co^Ttt D11446, 
K02742, M30202, M30203, M30204, M69046, U31956, X00584, X53056, FJte^C 
ot^TIi D00152, D11446, D17334, D17335, M30202, M30203, M30204, M69046, 
X00152, X0213U HNfcfe^K Wttt D26475, M12397, M30202, M30203, M30204, 
M69046, X00586, X02808, X5613K Litfe^tCo^Ttt D00053, M30202, M30203, 
M30204, M69040, X00587, X58886£#M©£ to 

^^7DfO (RNP) a^HMfSo R«£#fcJ\ x>"cn-r*>^*K 
9Vf7 4A>Z\Z&*TZ (-) «-*MfflA, (b) ft (-) 8i-*ti3RNA 

(-) *-#*mfcisa***w**itfcwu m (-) «i-*«BNAi:ias* 
«ttF/*fettB»cis^u b (-) m-*mmtm.&K*i&mtz*>'i9m 

(DZtttnOo HRCs A7lW7j)lZ(D (-) fg-#f|RNA (tf y ARNA) 
[Z\ts HP*W**Jk £<fctfL* W?*W#*S£LT^£o -©RNP 

C^a-ftSRNAtf, WiA©te¥*«tt5aS!©fe«)©ifSi:ft5 (Lamb, R.A., andD. 
Kolakofsky, 1996, Paramyxoviridae : The viruses and their replication, 
pp. 1177-1204. In Fields Virology, 3rd edn. Fields, B. N., D. M. Knipe, and 
P. M. Howley et al. (ed.), Raven Press, New York, N. Y.) c 
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£f*B\ m« (-) gi-^MAKClftS)©* W17» (NP, P N £cfct>*L*>^ 

ft£ D #2PJ3©^7 7-te, SIKIt MrtT-^i* (RNP) il££*l3RNA 

(RNP) ©S*i:fti^ 7 yf47^7T*&ftl££H3f&J 

ft&-e&2>o (RNP) ©fi^LT^ ■fcVTW'W^J^l^ 

^•W^v tf;wiv4 >7;i/x>if"i7^;i/^ (SV5), thn^-fv 
7;^>+f7^;i/73M&£«tf eft tiftv^o 

#&tE©RNPC^£il£ (-) M-*fIRNAIi, ^^V** 1 ?-^*©^^ 

t % —dcdx. >^ n -77 wi* R©fggt#£P$ij £ £ 5 i*fii^£ nr ^ £ „ 
3gL<i£M* w ^ftSo en £©*§#££>-£ T*&o-t&£v^ 

(-) II-*»Aii, RNP©MMg&NP7>^7H, P7>^7SI> ££tfL 
^>/^S^Mt5iat:il^nt^i.c #|PJ3©RNPtl^£ti3 (-) II- 

*»a&, ^j^if, NP*>^m ?t>>At>n, &£mt>>^nz%mL, 

F^>^7M^<fcV/tfeiiHN^>A•7K^^b^V^cfc^^cS^^tlT^^^)© 
-fe>7'-f ^7 (Sendai virus; SeV) ©J§£, ^©-M;^©^ A+M 

X(i^ji5,ooo^s-r% 3'©^'j-7-$!$Jig^> np (*7i/ 

7:> KK P (*7*) N M ("7 F 'J ^77), F (7a-^3>), HN ('W 7* 
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^^^IS)SIE¥^^SC^(I«t!9,*^©RNP^ji1-5^^^'r*^5oRNP 
©JM£, ^J^«LLC-MK2»&JfT-tTl3-&^Ci:* s T*tSo NP, P, ££t>*L*> 

^fir^nff-s mm&mm)o ttz, &Mfc?\m£MM<Dm&mzmfr&£tix 
^z&£^o MP*Bmzit2>tctbizmm£-&2> np, p, &£mmfc?\±s rnp 
■fcc^sns^vMcs-KSit* np, p, &&m&fc?t%±izm-x&z><& 
mttz^o ttnt>%, ztit><D&B?&?- zm&mor z> smmmz, rnp 
v j Aftzi- k t z> *y rtzwoT man* © *^t-*< $v arna 

U «(*lT*RNP©^$:tfaTSS^^o|St), ^*«Alf;!), £3^ 

imo'y'ovx com iief-cfti l t & «t v > 0 £ nn«, c ©rnp 

np, p, js&umBTifimizti. Mf&ftX'S&mzmft&M-rzo 

ttBrtTfBNP*H«J56$*l«ll**5fe«>K:tt, RNPl3^£ft3 (-) 
RNAt*^^T»3lb*v^«k'5CaS[^$nfex>^^-7•^>;^K*IB3H1■Si(lll 
Jg (^;w^-«MS) tRNP£#At"3*\ ^feli3©lfflflS-r-RNP*S^^^l)iI 

£#t-££ 0 Fae^ftjB^t&v^^cai^^nfc (-) m-*mm 
frfi>m*mmtziz\*, mmz^x, np, p, &&vFL*y^?ntmz¥*> 

^^S**3S^*<5o £ftCJ:!5* x>^n-:7* s^-ou* 
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ot£^y^u-7$yrtzm^fcUmzts.^o ^©^^©x^ 

D-7**>;^g, mZ.&fcm'&nft'&^J (VSV) ©G*W^ff (VSV-G 
) zm-fZzbifiUZZo Mz.\Z7m&nft&*-( )iz (VSV) ©G*w^ft ( 

vsv-g) z^Mtzmmzm^r, *mm<DM?m£fc*tgm$itz>zttt~(:%2> 

o 

^ o -7$ t %*%M t ^ £ o KM £ ftfc^ 7 3. £ V £ -f ^ t **f 
§ (-) «-*jfiEllASfcli-€©*HiaiS3-l«-rs^^^-DNA^ x>^d- 
7^>/^l^It^» (^;u^-») (b) g« 

U * 0*«±j» * fettiMttttltt* e»BHP«^ft:* eur* £ £ t \Z <fc t) n 

-*«RNA (*«f^«) £fc{±*©ffi*i*l {ftVT-lfm S3- h* LT^S 
#2;5 i ^^ia^fi¥$ixS«J:-5K:-rS3i:*»«^ft©#«lJ«©a*&±tf S 
*n7 , O^E-^-©T«EH3Slg**^ T7 RNA *U ^ 7— if lC«fc SEHAtC 

So 

pai€?*««!fiftK:fia*nfcfiiiiJB*ffl^'t«aft-r5c:i:fes* 0 * 
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4 ; 2>&Hij>e>&i&2ti2>z.tit><Dm&Km\ts zvTtswmwz??* 
m*$frztti!k±i£t>&> miAife^ &z>^\zm®t'( Kzomm&G? 

u^e—p -(dmwtiz -commfmizvfr&mz * zztbx-zz mm 

iffi^© h7>77i^a >s£H#fiJfflT-§3o DOTMA (Boehringer), 

Superfect (QIAGEN #301305), DOTAP, DOPE, D0SPER (Boehringer #1811169) & 

&T*§6 (Calos, M.P., 1983, Proc. Natl. Acad. Sci. USA 80: 3015) o 

%fflmz*>^n-7?>A2n*%mtzMmzmmtzi5m&ftmT'&z>o 
^mm^mzs mx\z, afticttfcftT£*5fc«&£> rna©&¥$ 

$^81^$ & tf> 5 fe » IZ , ©RNAH n-K£ft-5>W « 
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%%tZ>W&i%ffi\tZZ.t&M£ U> (Journal of Virology, Vol. 67, No. 8, 
1993, p.4822-4830) o fl**^^ ^©SS^F (W\ P, M, K HN N £ 

e?©«a*JStf'6c^«fc-5t'rsfc^ ^atfi^ciasfett^^cM e-i-s 
Atfe^ttMfi^cjssatts ft**fi^©±»£f*jn««s¥H#Rai©« 

JHC a ££x 3i^#A©M> £ fc31fc^©iiu&© 

fiSEaiKcfctHMffLSSo 011*. H2>^^-f;i/^C*V>Ttts IfAftMtf 

©«?i!4fi<«i^Sfe«)K:(i, Wili**^ ^H©ft^5'{ajs tkt>*>R£M 
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dna^ <DMm%tmmm®mzft*mfc : ?mftzw?<t z z twz 

^**-fcJU fllitfcJU Kato, A. etal., 1997, EMBO J. 16: 578-587#£>*Yu, D. et 
al., 1997, Genes Cells 2: 457-466©IB«C*i:T, &<D£o\ZLXm9kt%Z 

C^A-TS^^^ItiloT^f -So B«fcr3cDRAtt*B0J©*KNotIBB 

m&w*%<b$tt^&5izmmimz®.£u NotiM£^&i&£bT:fc< c 

(EK ^£BE?iJ (I) »tfft¥BJ&Eai (S) (E I SSE?'J) ©3tf-£ttan<r 

%tzfo\z, Kot\um&nw&®&&njkvm&mwMn (ex ^£E?y (i)s 

o 

mints y*v-Ym&fmmn\±. notuzjLzwmz&Ktztzisbiz vm 

\ZHM®2lik±(DZ K ($?£b<l£GCGs GCC0NotIBBi*ffii*0B8l 

#£iift&^4tt*, M(C$f*b<(iACTT) £»&U ^03'BCHotIBBaMft 
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9 ti 6 cDfe®t*mz.tzm<Dt&mzmu u £ ££^©3' wims©cDNA©»3 

^O&SliGi; tz\±C ttz%£o «ra©cDNAfr e>^J 2 5 M#? bt 7 * 7 
- Kffl^fifcfr U :JDNA©3' ©5fcS&^-r3£ U\» 

GCG, GCC©NotIig»SBfi[**©iE^J ^Sti&V^ 4 HK» * b < tiACTT) 

■Mff*fc»©»X«f«-©*U^DMA*f?HlO-r*o d©*'J:JDNA©££8u NotI 

BfcSG&gcggccgc&Si&x cDNA0*ltt««a£E*J ^4 
ilt^>^^^^"^®E I s«£K*J©£i1-#6©te«K:&a<fc-5 
HliS»4»if-1"5 (^fcKDS r6©;i/— ;i/ (rule of six)j ; Kolakofski, D. et 
al., J. Virol. 72:891-899, 1998) e £ &£ffAKfr©3'flK-fe>*''r *4 
(DSWMQttWmn. ffSb<tt5 , -CTTTCACCCT-3\ I EM* #£b<ti5'- 
AAG-3\ EWMOttmmmMs »Sb<«45 , -TTTTTCTTACTACGG-3\ £<b£*©3' 

w\zmm<ocmmm<Dmi&3 Y>t^hmizmtxm2 5Jgs*B^©tB*iii©fim 

»J D*DNA©3' ©*« 1 5 o 

PCRIdU fllitK, ExTaqtfU^— tf (SM) £ffiO£2i1&©£8s£ffl^££ 
£#-e£So »*b<ttVent#'J^7— K (NEB) fcEWtfrK ««bfei»»f 
K-fiNotlT-^ftbfc^x 7^7^ K^7#-pBluescript©NotlMCtfA-f 3o 

^^fePCRHti©^SE^j * ^- 7 >y--emm t N ie b^awi© 7*7 * * k 
&3I3r?-6o ^©7-7^^ h*^^ifA»rn-^Noti-e«t»aib, i>^D-rse 

- P Bluescript£^£ ?KNotIgfl{££fi&*iA U»lM.-fe 
^ >7 ^ ;i/7cDNA£l§S C i: * nTIBt?* So 
£ 4 ;i/7s f J A ft 3 - K 1 # — DNA&> 3 Jx£ Kltflf ft * tzltmmxfc 
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t?4)VXV)U P, NP*>^*g£«fc»K RNP&?Hflfi££-e\ C©RNP£^ 
tst? J frX*? Zt&'Z£2>oHrt f — DNAfr£©'W;i'7x©S 

froCi:* s T*tS (BHS&H97/16539-5; S^^»/16538^; Durbin, A.P. et 
al., 1997, Virology 235: 323-332; Whelan, S.P. etal., 1995, Proc. Natl. Acad. 
Sci. USA 92: 8388-8392; Schnell. M.J. et al., 1994, EMBO J. 13: 4195-4203; 
Radecke, F. et al., 1995, EMBO J. 14: 5773-5784; Lawson, N.D. et al., Proc. 
Natl. Acad. Sci. USA 92: 4477-4481; Garcin, D. et al., 1995, EMBO J. 14: 
6087-6094; Kato, A. et al., 1996, Genes Cells 1: 569-579; Baron, M.D. and 
Barrett, T., 1997, J. Virol. 71: 1265-1271; Bridgen, A. and Elliott, R.M., 
1996, Proc. Natl. Acad. Sci. USA 93: 15400-15404) o DNAC 
£t^Ts Fjgfc^ HNjg£^, * <fc tf / £ ttMStfciP £ £ ^ fz®£l~ & , Z(D 

D&&S<fc?&DNAM«^£;Si£, ©§!$©«£ £33fcD.I<frKj§U fro 
M#t4 © >Pta ^ H«*5#tx * 8oDNA£^tr * ft S £ SU © B ft ©MM 
t,DNA^^Mt)&{t^n^^(i^+^^^*m^^^^ctoTraW(C^y 

©i:bT(i> S^O h7>^7x^^3>KHis*|ffltfSSo ^J^t^s DOTMA 
(BoehringerK Superfect (QIAGEN #301305), D0TAP, DOPE, D0SPER (Boehringer 
#1811169) ftf&mifbftZo ®£LX\m*.\*V 2>&m^1tb ? 

Ctt&j&Sft-Stfs mftKb+ftte&OWA&XZZ.t&tobtlT^Z (Grahai, 
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F.L. and Van Der Eb, J., 1973, Virology 52: 456; Wigler, M. and Silverstein, 
S., 1977, Cell 11: 223) Q Chen:fc«fclN)kayamaJi r v >*7 7-a*®*3Hb* 
tftWU DlM»00^^-y3>IK 2-4% C0 2 , 35U 15 

~24ra, 2) mk\mm&&^mfto*>(Di$T&>&ftn<, 3) ^mmm^omkm 

g# 20~30;ug/ml©^#*»&^#?#^ft5£$£LT^3 (Chen, C. and 
Okayama, H., 1987, Mol. Cell. Biol. 7: 2745)„ ®Mm±, H»&h5> 
^7x^7^3 >tz5&bT^£ 0 £<(£DEAE-x*7 h^> (Sigma #D-9885 M.W. 5 

xio 5 ) w&*mm(DmhmB.it-cmwii, h7>77i^>>3>^^»» 

i^4?)Sfc&t^DO^r>*iPx.S3i:*>^^5 (Calos, M.P., 1983, Proc. Natl. 
Acad. Sci. USA 80: 3015) o ®©7j&l±mm#H,& Wtfft^ST^ IBIJi&ltt 

VlS^ilLTV^o $?36C:& Superf ect Transf ection Ragent (QIAGEN, Cat No. 
301305)> £tclt D0SPER Liposomal Transf ect ion Reagent (Boehringer Mannheim, 
Cat No. 1811169) #ffl<^e>ft3o 

cdna^ (Dmmmimm £ ? £ u t ft ? <r ^ #t- § s o 

245tfr % 6 ^ig07'7 ^y^lz-bSfc lilOOmm^ h U m± t? x 10% t) v 
MM(FCS)j3=tt>*tn;4M (100 units/ml ^yij >G*5 ^VlOO^g/ml X h 

i/7Fv^») ^tsm^mmm mH)*M^xy)iwm&%ffl®,mic-M2 

£70~80%:3 > 7 ;i/x> h U #I;U£ l^g/ml psoralen (V? 1/ 

» DVWW«Wl*20dM-e^?Sfl3 Lfex T7# U ^ 7— fe* 

^r7^i>-T9-r;U7vTF7-3 (Fuerst, T.R. etal., Proc. Natl. Acad. Sci. USA 



y 

i 
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83: 8122-8126,1986. Kato, A. etal., Genes Cells 1: 569-579, 1996) *2 PFU/ 

|§ 0 «1B#F^ 2~60#g. ct D$f^t<tt3~5/zg©±IB©mx.-b>^ 

5^^;i/^^>^^l^^It^77X^ h' (24-0.5^g©pGEM-N. 12-0.25/ig 
©pGEM-P. i5ctt>*24-0.5A£gOpGEM-U «fc t> * b < (£l,ug©pGEM-Ns 0.5>ag© 
pGEM-P. ^ctt>*l/zg©pGEM-L) (Kato, A. et al., Genes Cells 1: 569-579,1996 
) ^±t(csuperfect (QIAGENtt) £ffl^fcU*7x?i/H >»<ffc £ 0 h7>77 
l^^>3>t5o h7>^7l^3 >£fro;fc:SllllSHu MBCfcOlOO/zg/il 
£Dij77>^> (Sigma) &t^> h ^>>T^ tf7 ^> h* (AraC), <fc t> b < & 
40/zg/mlOS/ h i/yr'yyf.J 1/ H (AraC) (Sigma) ©^^#t?Jfllfi^^©MEMT*^ 

m*£t2>&5lzmi(Dmmmg.*mfetZ(l&to, A. etal., 1996, Genes Cells 
1: 569-579) 0 h v 7 2/3 >fr£48~72l$fi8ggJg*&> «£IUIKU 

3 Eiiftt)«uTiffliia*ttS9 ( bfe^ ^>-<d-7-^ wi*ir«e«-r 

SLLC-MK2WC h7>X7x^>>3> bTig#t 3 ~ 7 B 

EUR**. fcS^fcfc* NF\ b P|gI77 7^ K£30&fr£x>^n-:7*W17 
g£^3!tSLLC-MK2«£ h7>77i^^3>t^^fdix>^n-7-|6 
517*7 7 5. K£ft£ h7>7,7i^ , >3>ttilt JS&tt'W^T^?* — £<fc 
r> -2>^#T*§£o d©Mf£> x>^o-7*>^7«£$gSI'f 6 

LLC-MK2M \Z MM b T Jgil t S - £ £ o T ^ >f )V 7 i 7 # - £ f 6 Z. t 

■>tm%.thZ.t\Z&t)$&tZ>ZtftT:%ho HAtt r en do-point %>W&1 (Kato, 
A. et al., 1996, Genes Cells 1: 569-579) <9&£t 3.1 fctftl* So f#£ 

nfc** ;u77 h y 7 (±-80°CT-^#t 5 c t&-c % %<> 
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x. y « □ - £ %Mt Z> ^ * * - 1 ft C ±lE©fl£fr £ ft *> ft feBNP * fc 

^^^-cD^jt^^iiKcra^^ntvAS (*B?>«i,(i993), rnmmmz® 

%M&M7u hn-;UII, #^#MBS£3^j , *GR, pp.153-172 

)o *f*Wfct±, £»W£g*«t;:Aft9M2BW 37~38°CT*iS* U E 

;i/ x ^ # * - $ fc iiRNP^^^ t s ft a ia# * t t ^ ;i/x 

RA, r -)^v^ii7nF3-;h , 7 *#> *$>*;nfj.-tt, 

pp.68-73,(1995)) 0 

, $V A ±T" fcJS t T O -5 x > ^ □ - 7^fc? #Jt& S 2 S©HNPffi£tt * R D*ffl 
*&?«J&£*U mS^1M^M> s i:fc>!9 ^;i/X#tf*i£ft3o 2 
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K©±K»1U 20, 000-30, 000rpnre30#iiihU RNP£^t?M#£[|]iK-r3o 
<W;VX£0.6% NP40, ^CDx**^-;^^ HJ A, 1MKC1 
N lOmM /3-*)\<t37Y ^ V-;K lOmM Tris HC1 (pH7.4K 5mM EDTA («) 
tcM^-To 20°CT-20^K« Ls H,OOOxgT-20^P^3S^-rSo RNP£^t?±if#£ 
50%yj-bn-;K 0.2% NP40^ 30mM NaCK lOmM Tris HCK lmM EDTA ICIIJI b 
, 39,000rmp, 21^ 4°C-CM LT MfcHJiR-rSo i£l$t;:<a £ti£RM<£ft 
0.5% Triton X-100£^trMKS£#ifc£-e\ 10~40%^3^^E^SS 
U 20,000-30,000 rpmt- 30#jgi|>U mZ$ts%.-®^> FZM&tZZt 

{zx^mmzmmtzzt ^mx & % 0 

*%w<DW.&mz, mx^m-k^^') ymwm$M&&* (pbs) tzzxm 
•g.%Mixm.mv>)ttzz\t&xgz>o *%w<Dm£frzmwxmmt!vtcm-& 
miz#^ximmmz<E;tszt%x%z 0 %%m<D^^t^tumm\z\± 
s m*y^ 5%?*zbu-xMmm(D£m¥mzpt®Lo5mfrz$/vx 
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jii-*ymm\z\$, mnm^^m ¥-s-5ommiz&^r-f®i£ (i 
-z&%o £tz, f}3-*y&mm±, ^x-^;wb£«£i£^x;*x;wb£«- 
it£®&mf btiZ : 

DOGS (Transfectam™) £fcliD0TMA (Lipofectin™) (S? x~r ;Wb-&tl) 
DOTAP ($>x*^;Wb£*&) 

DOPE (^^l/-f;i/*7775 : ^Vx^y-;V7^» 
DOPC (^^l/t^^*^77f^3ij» 

DPRI n— fc?>*-;Mqi$iJ0? (RI) (DL-2,3-^x^Tn^;v^-^^rntf;i/ ( 
V*3-)\>) /?-t Kn^r^x^^^fbTV^xr^A (Sigma) ©^Vl/^MMb 

DORI |Hl±©^^b^;i/^*^ 

BJJ Wiirft * ±83® * ^ * > MM * It \t * ? •* U -7 - 1 m& b T x 
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fc^mm. mm (exvivo) &-$\z£z>mte?%M®^fti<D%mz£-ox<b, % 

m$h%*W&Xg rnXMB^b t < l±B%(Dfoftx&&i)^%.LX^Z>ft&m 

fc?mzmMz-£2>ztvmtx&2>o fr*mB?tLzizft\zmm\tte<, m 
&n*u-Yt%mmzm^ ry^yT.&tzitvxvj uuzo*? 

izmtzmmz tzit^^^^^m^^-^t^m^^m^tut, ^ti^m® 
izn^tzztizxr), mmmz&^xft&zmmtzztifizgZo 

mznLmmt%z}i-&i?[7L<btiz>o mxu.mm^mthx\t, mmm®, ttz 
itdcmm^if<Dtm^mm (apo izmm®m*%-r%Mfci i z%m$ : £z>z.t 

tfXZZo ZO&ottmBTtLXiZ, ffi&im Muc-l £fcii muc-U£a?->*> 

rA'jt-h^rf k (*m®mm 5,744,144^), gpiooiniicft 
m-f e>ft-5o zcD&ota&fc^z&zfem&s ^b§«> pim, m&Bm 

1>4 >M*mfrGt>#ZZtt)%®XfoZoZ(D£5tl:&Bl L tLX\±,mz.lZ i 
) IL-2^-*^IL-12 £(Dmfo€it>-& (Proc. Natl. Acad. Sci. USA 96 (15): 
8591-8596, 1999), ii) IL-2£^ >*-7xD>-y (*ffl£fff!f§ 5,798,100^) 
, iii) »^fflv^^^5TO^3D^-fiMS^ (GM-CSF), iv) MmmZftm 
ttMLtLtz GM-CSF t IL-4 ©m^^t»^ (J. Neurosurgery 90 (6), 1115-1124 
(1999)) 

m%£fc(D%mt L/Tiis >7;i/x>+F££OTl;i, H5N1 
— 7*, BM2&l3&^TIi, 0!lx.l£x>^D-7=iM =7 (Vaccine, vol. 17, 
No. 15-16, 1869-1882 (1999)), x-f Z\Z%^X\$, ^Jx.{iHIVgag^fcli SIVgag 
m°m (J. Immunology (2000) vol. 164, 4968-4978), HIVx>^o-7* >A 
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$ (Kaneko, H. et al., Virology 267: 8-16 (2000)), ziVviZ&^Xit, «!i 
(in ]/7M&<DW73-— y h (CTB) (ArakawaT, etal., Nature Biotechnology 
(1998) 16(10): 934-8, ArakawaT, et al., Nature Biotechnology (1998) 16(3): 
292-7), &*M\ZlB^X\*y m3L\Z&Xm*?4 )lZ<Dm*>^Z (LodmellDLet 
al., 1998, Nature Medicine 4(8): 949-52), ^lll^l^lt fch^KD- 
)\,xm®*'7i' Y9>W?U (J. Med. Virol, 60, 200-204 (2000)) & 

Ult/t^T, -f >*>i U >«?#©"< K©$EB#fTi>*lT^3 (Coon, B. et 
al., J. Clin. Invest., 1999, 104(2 ): 189-94). 

&P^Ufe«S**^t0^*SoJftSeV-FJli(*:&fflV^TLLC-MK2/P7©7O-^>f h 

^-MMfcfr ©FM 6 < * <y h * 7 u fc C # WJ3 t fc . 
1. LLC-MK2^J;t>'CV-ni^ti^n©m«©^©tt^^-b- h*ltTo 
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2. LLC-MK2/F+ad43cJ:t>*CV-l/F+adttT^y fr-f ^AxCANCrefeiP^fc^ft^ft© 

3. LLC-MK2/F-ad^<tT>XV-l/F-adliT^y ^^^^AxCANCre&iPxTU^V^n 

4. LLC-MK2/F+ad 3rdfc*7*7V <M ;i/^AxCANCrefil^SLfc«^^ 6>K 3 

EWift b fcawia© 5 -r -b - h &}§ -r . 

5. Id* J:V3dtt*n-?*L»»«3il« 1 U&&"($2> B fcJTfo 

6. VacldS«fctfVac3dl±*ft*ft9**>=7' , M 1 B£<fctf 3 B©$ffl 

7. AraCld^ctth'AraC3dii^n^nAraC^«LT 1 B*<fclF3 0©«BJfi*}g-r 

o 

8. CHX ld££tfCHX 2&\t*ft*ftW&$&MmnV4 F&»iHU 

r i a*«fctf 3 s©«Bfla*Ji"To 

0 6li, GFP#AF^^SeV cDNA(pSeV18* /AF-GFP)£F#&3ILLC-MK2flK h 
7>X7x*^3>LTGFP©&3i (RNPcDt^tB) £S£Ufc*S£&^"r¥£t& 
^oM^^brFjfie^^NPae^©3'*3g{3^^7^t,F^MCGFP^« 

AtfcSeV cDNACF^^SSeV^ffl^fco r allj liSeV cDNA©flkH> NP,P,L» 
■frF^S-rs^* $ F (pGEM/NP, pGEM/P, WpGEM/L) &|5]Bf fC F?>77 
x^i/3>Lfe*0^it)to r cDNAj (icDNA (pSeV18 4 /AF-GFP) ®^©h^> 
X7i^ 3 >4ai5t« RNPh7>^7x^'>3>l±GFP4«3SLT^SP0«ia 
fclUKU OptiMEM (GIBCO BRL)£SSSL (10 7 i«/mlK «£lH#3ie]< &£ 
^fc^-fe- h i00/zl^*^^>S'J^V-AD0SPER(^-U>^-V^>7N^ 

A) 25/zlh^U £fiC15#IBtt«LTfr&, F38SBf#«IIS (+ad) i:lini 

vzmitzmkTLT? v t> 4 Kzimm (-ad«£ffl^fc 0 *©is^ po© 

LLC-MK2«T"«GFPiiSeV'7 ^ ;bXRNP©J&fiJcfcft#«J£36£-r3 C U 
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^feteS^^-r^T-feSoRNP/oliRNPSma (overlay) Lfe«JB*JiU RNP/t 
ttRNPStransf ection t fcUBJiS^JB to 

mm,mmbmmMmmizmmizmmu v v7^>&&tim&TT*3 sums 

mm J -fe- h £H»J 2 t;iB«®Ffg3ii«c 'Jl7i^>3>t 

, ^*±?i^nuRbfco z(Dtm±mzmmMM®%mztiuz.m%i$#, 3B@ 

#Sfc*#ST-r 3 BF^*bfcoTSIiFI^3i«©±«cD^©^^^1- 

o 

»8MBCD»*±»' : l'©'>'f^^ftEI«U total RNA£»ai LT, FM^D 
-7CUt>'-»f>^D9 MWf*fiofcilS*i^tWeftS. FWB* 

aiiit Gf?(D&^\tcmk(Dmm(Dmtmm(DY(D{K^mzw^t^z\t 

ZifitW-m(Dmm**tWn-Clb2>o l : +18-NP, +18 Not I1M h©#ffi©SI 
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e» 2 : m-gfp, &?Mfc?ifimB?km&mzft&tz>z tommo 3 : mfc? 

s Fjt£^©#£©filtSo ©£SSeVhF*»GFP£3iSeV©yy AHfii£±t3^ L£ 

0 GFP»fi?#F&»aM4C#:aEU NP©3'*«t+18S*©NotI-9-^ htf&tK F 
MB? mm? J A© K z iz $ b & ^ z «H£ tifeo 

Ell 2 14 , >>-f;i/^OFi:HNt!RfS«jtSji£;-rs^iiD>f K *S 

1 gG ( an t i F , an t i HN ) £ ffl ^ £ * W. t«fc 0 H ^ fc IS * * ^ 1" lit & 5 o tf 4 

BtfeRT-pcR©<g**^-riaif**« 

x-e&So F*&^>r ^m^s^s^ frztmmzft&K^ vti)v &rnp 

El 5i4, F££SSeV^*-£4£in vitroT-©^t£ft«^©^»«£ 
El 614, TS*|3ft#tt«l|]B (BMc-kit+/-) ^©F£&SSeV^*-©z»A 

iiPE»tt/GFPiitt*afro 

H17lt 7>y MJgj^©^*-© in vivo S;4©te*S^1-^Ht?*S« 
E 1 8 14, F S§S«fr h ®& b fe F *JlSeV£ >f J8*±i** F 

mLC-MK2«I«b, h UrS/>#ST*fcl4*#«ET-C3BIBI««b±»+ 

El 9(4, El 8B{c43^T'lBWaWt?HAIH4"C*ofe8tS*(lane ll*«fcW 
lane 12) £2gWm$Pi3|fgMIbT£#2B&©i£I^©HA assayfcfrofc&JRfc 

E2 0(4, HA|l^^T»«^4* s ^V^'>^;l/XM$:^SSltP^f^^m*^1■¥ 
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-5 JrCftT- JiSJtE b & *» o fc o 

0 2 1 tt.F^a^-f ^^tt^ciMa^ffl h5>^7x^^3 >©*g**^-r¥ 

tilt* So LLC/VacT7/pGEM/FHNi±LLC-MK2HflgtZ 9 * - pGEM/FHN 
7*7 >U ^h7>^7i^y3>tfcli, LLCAacT7t±7^^=r*jftbfe 
LLC-MK2«o LLCMK2/FHNmixl£F, HNit£?#A2ftfcLLC-M2»?: 7 n-- 
yVLX^tt^WM* LLC/FHN(iLLC-MK2«(3F, HNjtfc^&SAbTTTV 
9^7T^3tf3§2»£H3B&) ©*ffll&> 1-13, 2-6, 2-16, 3-3, 3-18, 3-22, 4- 
3, 5-9l±*n = >^bfcfcS©*l]|&#©#^ (£fu) *ffifo 
0 2 3 lis pGEM/FHN©»©W»l©av^(IJ;S'i7^^^©?l : MSiilEbfc^ 
FHN^SGFP£g31SeVcDNA, pGEM/NP, pGEM/P, pGEM/L, pGEM/FHN 

**n j eniR^bLLc-MK2iiijBK:»fi^»Ai/&. ae^xawFiBa*** 

AraC, h »J 7v > A 0 ©MEMtl^g* U £ 6 (3 3 B TOil bfco jt£^«A& 2 B 
@t?g#Hf«S»«-C«&U pGEM/FHN©m&n©*ftt©ii^£1$iEU GFPSgJBttl 
B§©j£#DT-7^;i/7©ffM£ffifgb£o *OtS*ft3%f. ?WJBS§£pGEM/FHN 
»inb£JIi^{£GFPSgOTB§©£# D «E^tLxPGEM/FHN©^intf*^^{i 
GFP^Ii^>^^«T*b^^^tl** s ofe 

0 2 4li, RNPh7>X7x^>3>Hct.2>F> 100^17^ ^7©ffti^tt<i 
£**»-C&So ^Sil«^3Bi©F HN±t|gMfla (12well) tCPO RNP£fi 

>77i^a >©iI£liF^jI |5l^tlPl©FHN^mT- 9 -T ^/^©I3JRCJ« 
I^b^(±)oAde/Cre^«bT6raW^{3FHNSa^Sl^ia^nfc«ilFHN 
^IB^Y^ftiftffebflMB^SfeifcSanBLfc (T)o 



i: 
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0 2 5(i, FHN^fflGFP^^t2>cDNA^^S^^nfe^'l'^X^IiLLC-MK2 J 
LLC-MK2/F, LLC-MK2/HN, LLC-MK2/FHN£«LT h V :A>>©M©W«^# 
LfciSm^^-r¥*T'fe?)o *g#3 B^^GFPge^M)jS©/£^l3^Kbfco 
^©iSm^^-To LLC41K2/FHNT-©^GFP©i£#!9#ilg£*U CO^^rTO 

0 2 6(i, FHNMMl±i4*RNA©^yAiil«Uc^ 

£V A^ji©St^>©^^^-r^-cfeSo 
0 2 8 (i, v^i/> •UVBsWH43^^V7^>©JiJS^^<b^^fci:^©> 9 

02 9li, v^i/> -UVBs|irn^Wi)UVBa*f^^S^b^^fci:f ©^ 
-7^^f )IZ ©TOt£<b i:T7 RNA* 'J X 5 ~K ?St£ £ 0T-& 2. „ 

03 V7l/> •0V^Lfc"7^^-T^>f;i/X©aflfl§«^ (CPE) £tj* 
«*-C&So 3xl0 5 ©LLC-MK2TO$6^x;i/rV- h^C»V^feo «BIB£-I»E 

•747S/-T'>'f;i/^*iK)i=2"r®SS**fco 2W^s CPE£SI£l/fco ft 

aumiDvtn'-Tt'Ovziz&zwmiK, 15, 2o N ^t^o^FWibfcy^ 
#-r§&#£^bfc0"T?&£o 

o 

So AxCANCre^4Bg©LLC-MK2 VSV-GSI#^3ift (LI) (moi=0, 2.5, 5) ©8? 
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tir&mZKto -ifctafcliiaVSV-Gffitt (MoAbI-1), -»8Mtt4FITMb ta^">^ 

0 3 5 li, AxCANCre ©Jg&JI (M0I= 0 , 1.2 5. 2.5, 5, 10)tli 
-£*©F ite^^^bfc^yA&^-rS^a-K^'f 

*«ift±j»*igjRU, s&cvsv-g fflMM&H, P^(<)©W:SI^> 5 

Bi©GFP ©^bTV^«^il^t^iSm^^1"¥*-efe^o 
0 3 6 lis eBfftM'M ;^M£M£H-<£iiS3l£^t«T-&&o 

03 7ti. vsv-g mmftzm^TmztitzY w&r5-*'R%\,tz.>f ; kttt* 

0 3 8 (is GFPit€^£^t?F, MX.&m-byV'CyjJlZZ m-GmfcTftM 
0 3 9 Its VSV-G ®£^3Mi§-eJ15lb fcW^X** F£«tt>- HN ^MT" 

0 4 Oli, m^SSMTT-GFP^m^^Lfc^m$:^-r¥^T*$)So 

04 liis x^D-T^Sfr^^U Ki:«aJi©M^t>^-(3J;§SeV/A 
F-GFP©IS#£$^©ft±£*?-0T-&So PO (^bu) ©d3~d4 (3 B g~4 B 

0 4 2 ii, x>^d-7"^7-^^^ K^«fiS©to^fc>*^cfc5SeV/A 

04 3fi,cDNAfr£>©F^S-fe>*V ^^©^^-©l&f^ll^ffl 
T*feSoX>^n-7'^7'^^^ KMMSCiifi^&fc-tftZ^SeV/AF-GFP 
©S«^¥© |S]±£^-ro 7B @ +• 1/ > * & Aft t ft * jsRHHW© 
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04 412, GFP£^£&^LacZJg« F £4 A-*'** *-©lacZ 

i4 5lt -fe>**^ >W;i/*$V AcDNAKf>t©-9-^^o-->^ (A) tKfttzlZ 

04 6f£, SEAP£NotI1M K fcW-mife^yJ-K, ft&mVL UMm^'y^i- 

X&Z> 0 LAS1000T-& K) Th/vlz??-?? y-teJ o&ym&o-^mt o 

04 8 a, &-tz>*M t>4 )ix'<>7t>-rmz.&v%\'i£-s>-m&=£ (seap) 

®%mm®M^Z&mLtz&%**1rm-X:&5<> SeV18+/SEAP©:r-*£100i;b - 

t>*>%mm&&i : LT^<zttist)fr^tzo 

04 9\ts pi YM&%mMmz#ttzGFP%m&*tmffi.mwnT'&2>o 

05 0(i, VSV^>:i-K*^:/SeV/AF:GFP^Ifem©}ffim$^ JfiFiaft ( 
anti-FK JnflNirCft (anti-HN), >^ (anti-SeV) fcffl^T^ 

0 5 ^fnJJx^ (VGVJritt) cD#STSfe«#«ETT'F*J:OT^^au 
fcVSV-G^- Y * J 7SeV*mm$^tzmM(DGn<DmftZmtW-nX'$>Z>o 

£ >r ;i/ x C <t 3 * ^ f ¥X t- & § o 
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05 5i±, mmm.z&mbtzik&mtyyjt'f (NGF/sev/AF) ©1#£ 

0 5 6&> N6F««F^^SSeVifi»iaiJISJ;?)«31$naNGF©?Stt*^1"ia"e«> 

«jfe!WS©«f*±ill*R**^tt=i> hn-;i/htr©NGFga§^iiPts 3 
Mi>KUTt:j;SiB7c«tt*Ji«iitT4aMa*^*Lfe (n=3) 0 Jg*± 

05 7(i, NGF^mF^^SSeVMMJ:»5^^^nSNGF©rS^^^t¥KT* 
*asMlfi©««±ill#R**v^i='> Mn-;i/i:L-c©NGFgfi£MU 3 B& 

A) 3>hD-;v (NGFiiMLK 

B) NGFSSlOng/iHSttk 

C) NGF/SeV^^HBBaig«±?il/100#»UPv 

D) NGF/SeVg^m^«±m/100#fR» 

E) NGF/SeV/AF«i|ffl)iS^#±?il/100«^SP, 

F ) NGF/SeV/ AF-GFP^^Jfflfl§^#±?«l/100#|R^i!jP 

0 5 8teu Ad-Cre©ioii:FSa©^»^^t^*^feSo 
0 5 9 its Adeno-CretC «fc 3LLC-MK2/F<D$83B*^-r?XT? & *<, 

0 6i^ «i«t«fcSFsa©jaffi'fbfe^f¥5fe&5o 

0 6 2l±, GFP-CIU£ftSeV-CIU£MIIW«*t0T*;iD£o 
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<1> F^SSeV^y AcDNAi5ctt>*F^7 , 7X^ K©$f£ 

■b>^-f«>-r;^ (SeV) £g$VAcDNAx pSeV18 + b(+) (Hasan, M. K. etal., 
1997, J. General Virology 78: 2813-2820) (r P SeV18 4 b(+)j 14 rpSeV18 + j £ 
©cDNA*SphI/KpnI-e«ftLT77^^>Kl4673bp)*@JRbv PUC18 
lZ?u-=.>?LX£ ! b^o7 ; 7Z$ KpUC18/KS£ UfeoF^aSPfflOflKfiiiCO 
P UC18/KS±T-ff ofc„ Fjtfi?©^81l4, PCR-7-f y-S/a >*a©tt*^fc*Tf 
f?V\ ig^i: LT Fit£^©0RF (ATG-TGA=1698bp) £Bfc^Tatgcatgccggcagatga 
(BBJWf : 1) T?JMSU F^MSeVy^AcDNA (pSeV18VAF) £«§^Lfc 
oPCRIi^ FCD±atC 14 (forward: 5' -gttgagtactgcaagagc/SB^JS^ : 2, reverse: 
5' -tttgccggcatgcatgtttcccaaggggagagttttgcaacc/E^J#-^ : 3 )> Fitfe^OT 
ffiCtt (forward: 5* -atgcatgccggcagatga/ BE : 4, reverse: 5'- 
tgggtgaatgagagaatcagc/@B?'J§^ : 5) ©PCRS»*EcoT22Il?3IISUfc« -©£ 
ofzff fcftfcr^yU K*SacIi:SalI"X?«lflsL"r^F^lH»(fi[ft^tr*«©«f«- ( 
4931bp) 4lHlJRl / TpUC18K:^n-->^U pUC18/dFSSi: Lfco C©pUC18/dFSS 
Zdr&Ul-cmitLTs WW-^HURtTpSeViycFaie^S^tffJISlODralllBfK- 
£S£&;U 7^^->>3>bt77X5 KpSeV18* / AF £f#fco 

£*>t^ F&fcaMftKEGFPiifc^&J&ttLfccDNA (pSeV18VAF-GFP) 
3 fc#KPCR£ «t t) ,EGFPSI£?©iftI£fTo fcoEGFPj»5^£ 6 ©^(Hausmann, 
S. etal., RNA 2, 1033-1045 (1996)) \z£t>MZ>tzti) 5' l4NsiI-taild7"^ "7 
-(5'-atgcatatggtgatgcggttttggcagtac : : 6), 3' l4NgoMIV-tailed:7 

7^ t-(5' -Tgccggctattattacttgtacagctcgtc : ®M&^ : 7 )£ffl^TPCR&fr 
ofeo PCRM»£l&IIB*&NsiI ^NgoMIVC^^bLtyJU/^^BfJt^lallRbx 
pOC18/dFSS©Ffc5feSBffiK&£NsiI £NgoMim^#JI«fllSM5C^U >- 
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*x>2&ttRLfc«, ZZfrtbs EGFP»fc**£ifDraIII»rtf&Is]JRU pSeV18* 
pSeV187AF-GFP £f#fco 

&PCRti|fiU S/-^r>^*IBLfe«s Cre DNA'J 3 >t*^— K£<fc 
MftlfcRSISBSSftS «t -5 £ IS If £ ft £7* 5* ^ H pCALNdlw(Arai h J. 
Virology72,1998,plll5-1121)©:ix-£+^ h SwaI6Mft£l*AU 77** K 
pCALNdLw/F^Ufco 

<2> sev-Faieftii»»»-rs^w^-iMaofi?« 

^-aBBg^^ibfcoifflllia{iSeVcDJi«t{I«t < e>tir v^^e >*-wniai* 
SHflSHU LLC-HK2|MS*ffl^fc. LLC-MK2«li, 10%©MSLfc^iMb^>fl& 
j^M(FBS), ^-^>'J>G^hU^A 50#&/mk M/7f7-fi/> 50 

^g/il**JnUfeMEM"C37 8 Cs 5% C0,t«ilfco SeV-Fjt€^»MM«S 
S^f Sfe^ Cre DNA'J n>t^— H?C<fc&F»fi*j»£S§*»££ft3 «fc-5 
l3iaf|-£*lfc±I37-7* ^ b*pCALNdLw/F£> >J >^ft;w> ^ (mammalian 
transfection kit (Stratagene)) Cfc & , ^©7n h □-;Hz^oTLLC-MK2 *ffl 

10ci7l/-h*fflV\ 40%n>7;i/x> h^T"4WbfcLLC-MK2WClO//g© 
zTzrTsX r'pCALNdLw/F£2»A&> 10mlCD10% FBS&£fcMEMJgi6KT> 37°C© 5 % 
C0 2 >f >*a^-*-*^24B#IB»#Lfco 241519 &£«UI&£1±* J U lOilgife 
izmmm, 10ar> + -l/5tfc*fflV\ 5ml ltk 2ml 2tk 0.2ml 2#flS#§, G418 
(GIBCO-BRL)$1200^g/ml$:^tflOmlcD10%FBS^^t^MEM^^te(I-tt$#^^TV^^ 2 

30t*£IUKLfco §^D->{il0cm7U-h-eu>7;i/x> M;:&££T!&*Jg 
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XAxCANCre"?!§^ JnSeV-F^fig^ y ^ □— ^-;HgG (f236, J. Biochem. 123: 
1064-1072) &/8lrVtSeV-F5G0»JS&£xa*>7'Dy r8t<fc «3 J-^TOcto 

^ AxCANCre £ £ © £ (Saito et al., Nucl. Acids Res. 23: 3816-3821 
(1995); Arai, T.et al., J Virol 72,1115-1121 (1998)) ia*) moi=3 

ffl]&\£].50u\ PBSA*y7 7-i:Il^ |sJ*©2xTris-SDS-BME sample loading 
buffer (0.625M Tris, pH 6.8, 5%SDS, 25% 2-ME, 50% glycerol, 0.025%BPB, Owl 
ttS) 98°C 3^^iDM.a^«^ifrffl^**(l#ttfc 0 ftfttt (11/- 

>iM£Dixio 5 mm) £SDS-*U7^ i>;i/7^ b*y;i/ (^;i^^;no/20 N m- 

rffifc£ DPVDFfe^M (Immobilon-P transfer membranes, Mill iporettSO izfc 

WLtzo e^(iioo% j-mzww, &\z30frmmbtz&^mz&mLs 

ImA/cm 2 ^S^©^#T* 1 mmft^tzo 
^^^M^0.05%Tween20, 1 %BSA&»bfe^D «^>»(^n y £x- 
©EPttS) 1 mfflm.m&, 0.05%Tween20, 1 %BSA§»Ufe^n 
^MT-l/1000#H?Lfcin;SeV-F^#: (f236) T*^STW^)&£-e£o 
M^3(U20ml©PBS-0.1%Tween20H 5frmmmbXft,&Ltz'&, PBS*f®r« 5# 
P^^L^LfcoTO¥^^0.05%Tween20, 1 %BSA£M L£:/n >^?g 
^T-l^OOO^L^c/^-^^^^-^^^atfclSv^^IgG^ (Goat anti- 
mouse IgG, ZymedftS) lOml&^tr 1 ^ME^^tzo ^¥H^3a20ml© 
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PBS-0. l%Tween20£ 5 bX fflfr LfcSLPBSUffftT! 5 frmUm bft& b 

fb^^ftiS (ECL western blotting detection reagents, AmershamttiO 
D fcxSeV-Ftfift ^ sx©# n 6 i^te«±©S a S©tfe& *ff o fe .tS*»H 1 
Cast* AxCAMCre^^Pfi*J^SeV-F6D^3S^ttl^n, SeV-Fjie^E«^# 

^ f> ft fcMl»© ft © - o ©LLC-MK2/F7W £ $rCSeV-FJa#£ ffl ^ T 7 D - 
tf-f M h U-j»«f*ffofe (12). "T&fc^ lxl0 B ilJ}a^l5,000rpiD 4°Ct 
5Wt>^"»U PBS200/zl-e»t, 100{g«bfcftF^7 7P-^Mii 
ft: (f236), 0.05%T^{b^- h D^A, 2%FCS£^trFACSfflPBS (BSffb?) t?4 
"C, l«FM*^LTSJS**fc« Htfl5,000rpm 4°CT*5^X ^>^*9 > PBS 
FITCaWbfctfbT^^IgG (CAPPEtft) l//g/iili:30£M*±T? 
fiJfc£-B\ HtfPBS 200// l"T?ffi&U 15,000rpm 4°CT-5^3S^b-C«S^t; 
>**»?>U lilOFACSfflPBStSRSbfeo EPICS ELITE (n-;i/*-tt8i) 

y-£ffl^T\ ®J^^S488nm, £«:K525n]nT-8¥tf b£o *©IS^ 
LLC-MK2/F7 "Ctt SeV-Fae^fl^a^MWCtaftfcO^V^RJiBtt^ttffl^ 

tis sev-Fg a iz%,M$tizzt zntzo 

LLC-M2/F7«£6cnr>^-W3i§^ 3 >7^x> h £T'£W£-£fc^ 
J 9^;i>7AxCANCre&£&?>©£3; (±IB) C £ 0 moi=3t?^^ h D7*^> ( 
7.5#g/il, 6IBC0BRL)S^tfMEM (serum free)"C37*C 5%C0 2 -<>*a^-*- 

^$IHJ^^^^IJim$r^t)^VA^^ PBSttff*-C2i§lft»U **l/-^-T?*BI 
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h m c x k> $m z ti tz f m a no i ?*/ >\z «t s ms * sie t & ( n 3 ) . sev-F 

g|^^31^©LLC-M2/F7W(i^©«TO(C^tT*FSa^^^Wt3^ 

iu jBa^nfeFaeciSiBuaflitftt^as^n-fx Fga^gnfflra±-t- 

©«ie»£fc«*3tl&frofc 0 b*»U ^©F^MIS{3SeV-HN^3i7*7^ 5. 
K (pCAG/SeV-HN) * h7>77i^>3>lt h 'J^> > £#t?MEMT- 3 0 F^ig# 
t^J:^ W^©Sfe^^^<IS^^tifcc lilia*iBt:*»t5HH©f85ll±*Al*© 
«Sffi^©i!S*IIJ^ (Hematoadsorpt ion assay; Had assey) tffitigLfc (HI 4 
)o tti:t>%, ^mmmiz 1 h 'J»^ lml/dishfciJD*, 4*Ct?10^H# 
BbfcgL «BIIB*PBSSIif*T?3@«t^bfei:C5x milffi©^«©3D-- 
tfiig^ftfco M^M*bfeWt«i6^^^^tis Ffiai±HNfc*BS# 

ffl b x nmk£ & §i § £ ^ b fc z t vmw u llc-mk2/f7tj b t ^ s f 

[H»J 3 ] IM&kVJ A*^«|feWENP*«fc U *>©Bfi£ 

g#&3 0 ^^w^g^m*fflv^T^s^^;^©i3JR* 
iS^fc F^asev©s^i^tffl^fe 7 * - ;u^(ict d 

Vis-TV^ frttlfitZV^Vy (psoral en) m\\X JISS JRftlli ( 1 ong-waveUV 

) z-vmm (plwuvm) «u v =-7*4 )iz<Dmm&ij T7^ 

B?S£tf»&fcfc^Cfc#«#£ftT^3 (Tsung^ JVirol 70,165-171. 1996 
)o ZZX, Z.fflimHEMVtzVtis-Tt'Vl'Z (PLWUV-VacT7) SJB^f7-f 

)iz(onmm&t&frtzomiimm8t&mz.i5y y h/vi7*s*w&M$titz uv 

Stratakinker 2400 (£*n^#^ 400676 (100V), X YvtV-yQ, LaJolla, 
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ca, usa) zm^tzo totem, nmmzm^tzF^mmm^^Fm&omwtm. 

mZtltzbZXDsZ ©PLWUV-VacT7T- b tzWS&O lysate £ ^;W? -fflW&^lR 
ffeUT4>araC©#lET-Cii I 7^»>=7'#5B^Jt**1'N ^W*-«fittfr&©F 
Ifl»^i:-ifUi^}:Mtfeo^^:, £©PLWUV-VacT7£fl§^fc 

F&UgMSC enhanced green fluorescent protein(EGFP) 3tfK-?£l"K— # — 
J:LT6n;i/-;H3^oTHAbfe±iB pSeV18VAF-GFP £TIB©c}; 9 C It 
LLC-MK2SBflg{I h7>^7x^^3> bTGFP©#6SI£iEil b fco 3 OBSRNPJ&fiSfc 
(&BfcfllfiRfi*'Cfc3% 3o©*>Ol/;*S3iate^NP\ P^ L©*^tJ:S^S% 

LLC-MK2 W^5xl0 6 cells/dish T- 100mm * h U ICIt 24BflS|Jg*&> V 
5P>fcft«ft**MI (365nm) T7RNA*>; 
5>j3>K^-> h "7£'>— T^-f^* (Fuerst, T.R. etal., Proc. Natl. Acad. 
Sci. USA 83, 8122-8126 (1986)) KSffiT? 1 B#BBiStffe3ttfc (moi=2) (ioi=2~3 
, #»Uiioi=2#J8u5*iS)o «fi*3ift»l/t*&77^^ h* pSeV18V 
A F-GFP, pGEM/NP, pGEM/P, &tf pGEM/L(Kato, A. et al., Genes cells 1, 
569-579 (1996)) £^ft^txl2£ig, 4/zg, 2/zg, &tf4//g /dish ©«ifC 
OptiMEM(GIBC0)imiiU SuperFect transfection reagent(l>ag DNA/5/zl © 
SuperFect, QIAGEN)£Antig£U Sfit?10 ftmLW&s *fctfJ£3ffBS££ 
tfOptiMEM 3ml(3An, «fit*JDUTm«bfe« pSeV18VAF-GFP ©ttfc DKtt 
SBfc bTS^SSeVyy AcDNA (pSeV( + )) (Kato, A. et al., Genes cells 1, 
569-579 (1996)) IfflotilClli^ofeo 3BSIS|i§*^ IBIlB&x MM* 
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££&^MEM -t*2[§]i$fcftU > hi/>/9-D-77t; 77; h*40/zg/ml (AraC 
.Sigma), b U7V>7.5;Ug/ml (GIBCO) fc^trMEMT^OB^Jg^bko C*l*>© 
iMJJS^InliK b£0ptiMEM UMLfc (10 7 cells/ ml ) Q $*SifeS?£3 
®f$i D jlbtlipofection reagent DOSPER (Boehringer mannheim) b ( 
10 6 cells/25//l DOSPER) ^ST"15#Mb£gL F^31LLC-MK2/F7 HB«^ h 7 
>^7i^^>3> (10 6 cells /well 12-well-plate) U jfitiK&^£&^MEM (40 
jug/ml AraC, 7.5/zg/ml b U >£^t?)T-i§# bfco 

£#¥PJ3b£ (0 6)o 
±IS©<fc olZ bT F^&^V AcDNAT-#^lg£ft£^ft&RNPtf, F&3I^ 

-S^^P^fcc ij^bfeia^^t^RNP^ff^^ni,^ (pSeV18VAF-GFP, 
pGEM/NP, pGEM/P, MpGEM/L£HBf £ b 7>;7i? hfSlfefl 1 ) 

( P SeV18VAF-GFP, pGEM/NP©2a©7*7^ 5. b*©#£ h^>X7x^ b 

ti h ©«£ £tt £GFP&s«©£# 1) -e -7 ;ux*m>^5&£mg b£o*© 
s Ykm^j i>frbBm2titzmimn?ffl%mMM&*ffl*>^?n 

t&Whirtzteitzo 
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mmmzmmtmnb, hu^»#afc*#ST-c3BiHi««L/fc.F»aiiB 

(09 T©K£fcl±h yrS/>*#ST"r««UfcF»««IS<P^tt*IR!tt*i* 

«M frZOtJ ^-ii0.5xl0 7 ~lxl0 7 CIU/ml©ISHl3$)ofeo 
[H«J4] 'F^SGFP«3a^-f^^©#«f 

JMLtJUtOfr-r^fcElftU total RNA£JS£tibT, F»7D-7ttt 

mm^^m^nrzifiYm^im^iitjmBW^^^^^^-t^ 

&Ll3i^Z£ifiWe>iJ>£te-DtzWl 0)o$ *> £RT-PCR(3 «fc D GFP©3tfe? iicDNA 
©«*©»J:Hfll©Fffl^aJ(ftt:#«1-5it (Hi IK ftfe©jife?© 

zommzm^tzo F^^wfi?^^^ 

^,{3, «i7>f ^^©Fi:HNH^MWCSliB-r5^n^ Ffg£IgG(antiF,antiHN)£ 

liFfcHN©gae#&fc*£fc#E&#i:&»)(Ell 2K^;i/^-«ffllia©^t5 
FgSS^«I©t:';^>^3^W^3®l^35i^tlTV^S^h* s t>^ofeo JiTFC!* 

3£"f -So 
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<Total J -if > 7" U y Y ||?*f * £ «t t>"RT-PCR> 

F^^WLLC-MK2/F7(I'i7-1';i/X«bT 3 S@©^#±»e)QIAamp Viral 
RNAmini kit(QIAGEN)£fflV\ *©7n h u-jWCftl^total RNA©ffltti$:ff ofe 
o *|«Lfctotal RNA (5/zg ) fcsM/AT^fc K^tf 1 %*tt7#D-*7 
MlT&l&^ffll ;^a.-A^D j/f-f >71£S (Amersham Pharmacia 

*t)£ffli^Hybond-N+^ >7*7>C h v >77 7 Lfcoffr* tfc^ >75 >&0.05M 
CDNaOlTCBJgU 2te##LfcSSCg«ifc (Nacalai tesque) ~Ztt^1z'&, /W 
7WJ-\z—i/3>feffli (Boehringrer Mannheim) T*30#Pal7* WW 71) ^ 

-isa>%:fiitzo i>zs*i/f=.y (dig) -dOTP(7 , ;i/*yj»s<4) 

yky^J ADNA*if$&(DIG DNA Labeling Kit, Boehringer mannheim)t J: Of^ 
t fe F & 5 iMiffltafiiP O 7U - 7 %ma L T 16«fIH^ -f 7* U # tz Q 

^>^7>&a^bt^ V7*7 7**-^I8£xDIG#Cft 

(anti-digoxigenin-AP)£KJ&3"£\ DIG ditection kit£ffl<^Tfif#r Lfco ^© 

^st f &mmi? 6 eijrs ftfc * 4 ;i/7 (iHNjte^tt^ai $ nfc # f ite^ 

0)o 

£ & CRT-PCRC «fc t» If «l&#*f&f?ofco RT-PCRIi)»^ Lfc ^ ^7RNA£ 
SUPERSCRIPTII Preamplification System(Gibco BRL)£/BV\ <?-©7*n h n—)V 
Cttl^first strand cDNA ££fiSU LA PCR kit (TAKARA ver2.1)£ffl^T&© 
«fc -5 P C R £f?o fe 0 94 8 C/3#£j&gL 94°C/45#,55 e C/45#,72°C/90 

l+M7;i/kLT30iM7;i/£it^LT72°CT40#F E ^^ 2%T#D-7 
^;bT-100v/30#m^8jLT^f-^A7n^ K&fiU St^Ufco Mjgfe? 
k F&fcfflKfi^#ALfcEGFP©MRKJ8^fc7*7>r T-teforward 1 :5'- 
atcagagacctgcgacaatgc (WM%^ : 8 ) , reverse 1 : 5' -aagtcgtgctgcttcatgtgg 

(mm^: 9)s F^jUcawftcjfAUfeEGFPkHNae^oarBCffl^fc^^-f 

v — li forward 2 :5' -acaaccactacctgagcacccagtc (EBJM" : 1 0) , reverse 2 
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: 5' -gcctaacacatccagagatcg (BE3Wt : 11), 3*>£* MIg?i:HNie? 
^©TOforward3: 5' -acattcatgagtcagctcgc (SB?iJ#^ : 12) hreverse27° 
(£81**: 1 1) Tfrofco GFP©3tCTicDNA©1?ffjl©^ 

i:™©Fa)^*«ffiC#StSi:k (01 l K ftii©it£^©$i£&S£ 
^MT-&3£h£ifit!£b£: (01 3)*&±<DZ£fre>*4 )VZBm&Wf 

mt>4)\t7s m^mm o^m±m & 28 , ooorp* 3o#h«i& * -r ;p * * ^ * r 

(Ibfc&T\ lX10 9 HAU/ml{3^S<tat3l0^#jKbfePBS(3SMt, 

>^^ttPBSC «k D15#OT/£#mgL 0.1%BSA£^t?PBS&$T-30#fiM£ b 
, $6fcB«f»'T?20(M&*Rl/fcttF : E>'^n^--;i/ftfr (f236), £ tti/uHN* ^ 
^D-t« (Miura, N. et al., Exp. Cell Res. (1982) 141: 409-420) ft 
»TLT«fitt»-C60#MKfc£*fc. *©fc*y * pfcPBSUifefrl/tx 200{g 
$Rbfe^3D^ KtMMSv £ 7. IgGj5tft£«T bt IB] b < «fitt«-C60^IBK 

j»$*fco fcwc^y * h^PBs, «a«e*©«"Tf^bM-ea9g^ v 

h©±C4X©M«>7 = «>AjS*t?2^IB*6b«***fc±, JEM-1200EXII« 
?Kfttt Sffl^TWSU SISbfco *©«* rW;i^©x>^o 

-7'©7;;W^fil^(iF^HN©^>^^M*^^^-^A^^* i ^^^(0l 2 

)^^/^-»©4i f a f * > * t s# © k y * > & a £ nt 

(c^U^^^RNP^B^^^W bti^fc (014). 

[HJS0>J5] Ffc&SSeV'***— C«):Sin vitroT*©f-1f fcSIIJiS^©^^ 
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o »£S18BSD7y h (SPF/VAF Crj: CD, it, 332g,~9 M Charles River)£vx 

^jHtmm L&%mmzw ^m^m*® ^ in l£ 0 iftifiTtr^i#^ 

f1M£$ (5%<y^lkmt5%?*if!im. 10%DMS0£^tf) DMEMH&U X7-f7U 
M^&bfc^W (1.5Ur>Xx^ >0.2mg N ^^J&^T^^^ >0.2mg 

, y;m-^5mg, DNaseO.lmg/ml) £aD;L, 32°CT* 5 ^iCte«IJ|j* l/T15#lffl 

mLT$mfrtnXt>&t>iZteZ>£-Z l^r- 4 m Ltz 0 Z2°ClZX 1200rpm 

5#IW38't» bfe^x^iflS^rB27 supplements Lfcneural basal medium (GibcoBRL, 
Burlington, Ontario, Canada) (3 Hgg& U # V -d- U :>* >(Becton Dickinson 
Labware, Bedford, MA, U.S.A. ) X u - 7- 4 > V $ tl tz 7 V - V ± C 
lxl0 5 cells/di shift, 37 e C, 5%C0 2 T-Jgit^frofco 

^^ISSU^tlfI« 5xl0 5 /well£5 BH8*& FfcfcSSeV'*** 
-SJ&tfeS-fr (moi=5), £ <biz3 Bffiigmbtzo 1% ^7^^A7;i/ft h\ 5 
% t^fll, 0.5% Triton-X£^t?@£$T*5#P^?g-e@£U BlockAce(S 
ff?LII)t3T^S2^P^^D y ^^LTSOOfgl^fR^ftfc^in;^ * h 
microtubule-associated protein 2 (MAP-2) (Boerhinger) IgGi: MUX 1 B#PtU 
^>dra^-^3>bfe 0 PBS(-)f 1 5^(3 3 0^^ 5%-^^M/PBST-lOO 

titzcys3-^m^ tyzigGt m&x 1 mm 4 > * * ^~ ^> 3 > t fc 0 £ 

£ CPBSHT: 1 5 #§13 3 lel^^^s ^BBStc: Vectashield mounting medium 
(Vector Laboratories, Burlingame, U.S.A. RMMffiffllM (Nippon 
Bio-Rad MRC 1024, Japan) X 470-500-nm £ tz It 510-550-nm ©excitation 
band-pass filter Ztttttz Nikon Diaphot 300 m±mffi>mxm-2(D%>1gm&t 

m<DM?t{z&z2n%i&<Dmytnmzft^tzo map2 m&nmmmiz 
&mmmm%mA$titzz:£&wt>iy>tti:^tz (mi 5) 0 
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xfAX) ii*B#syi^8lfAU sfmcs-c£%*^ (-t;^>^^AX) -e 

37°C S 5% C0 2 T-i£#Lfco 
iE^t hfiitt (01 5, Muscle), bJM£ (Ell 5,LiverK IE 

Hft€iM^I*]J£« (H 1 5 , Lung)^©t MEHiliBCF^fflSeV^^^ 
-£«UT (m.o.i=5)> GFP^S^HStfco ^?ft©lfflllSC:fc^T*>li£100 
%©4A»T*S££WPM£^3l£b-a^<r i;#fltlS£ftfc (015)o 

s^c, -7^7,mx^uwm^)y^^-ts-^m\,x, F^MSev^? 

*-£Ji&£-eSfl^£f?ofco £?\ C57BL (6®^Jt) ^150mg/kg C 

<fc-5C:5-:fluorouracil (5-FU,tfako Pure Chemical Industries) 
|J(IP injection) U 84 2 *BI#<fc t> #f«M§£IIlJK bfco Lympholyte-M 
(Cedarlane)^ffi^fe^gi3SE^(3j:o-C»«^^bfco 3xl0 6 ©«*ffl 
flgtlftU £*^>*Il^ftfc*aCD45B (B220), tfCLy6G (Gr-1), £CLy-76 (TER- 
119), m (Thyl.2), JriMac-l^^^^^X h 1/7 YTKV>m%V-X (77 
-^x>*±, 7:^>*t) ®^tfc*©*3xl0 7 ^in^4°C(CT l^Sii& 
ISia^ Lin 4 ©M£l&^k#li£[liKbfc (Lin W) (Erlich, S. 
et al., Blood 1999. 93 (1), 80-86) o Lin W4xl0 5 «t;^t. 2xl0 7 HAU/ml 
©SeV £iO;U £*>^ Hi**.?* hSCF (lOOng/ml, BRL), h IL-6 

(100U/ml)£iQ;L£o £*:8xl0 5 © r - * ^#MB$ C # t T F km SeV 
4xl0 7 HAU/mK lxl0 6 ©«l'^U5xl0 7 HAU/ml©GFP-SeV$:JP^fco fcfc, GFP-SeV 
li, SeVfe^J- - v Y pUC18/T7HVJRz . DNA( +18) ( Genes Cel Is , 1996 , 1 : 569-579 )©#J 

X^mm^^. mXLXim^fro M©£&(Genes Cel 1 s, 1996 , 1 : 569-579 ) 
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m\ Umo&fctt^tS^ 4 )IZ fctUiR Ufco GFP-SeV£« bT48ra*g# U 
»ISft*ft*ft2#K:attN -oi:tt7Y3iny> (phycoerythrin 
) (PE) flWBinrCD117 (c-kit, Pharmingen)£ lBtF^K/S^-tK * -5 -fWtHBP 
i: Ufco 3@PBSHT^Lfc^ 7D— »M (EPICS Elite ESP; Coulter, 

Miami, FL)C ASAWf&frofco 
*©|g*, jflili©prwitive#«fi©T-*-'?*SStc-kit|ft*7?x>iJ 

% LLC-MK2MJBCiRftlU 3 B»t:GFP»«ilia©#«©#^C*Off ofe 0 dft 

[HUSH 6] 7 5/hK^O^^-©«4 
7* h(F334/Du Crj, 6 JUL Charles Hiver)C£3ft** 
T*10^#»?Ufc(5mg/ml)^>^-^^h , J'7A^ (^-f*** h) 
aatCfcDtfWU /MM&J8M5£ttHJ£*B (DAVID KOPFtt) fcE^T-M** 
©&#&fTofc„ IS-^TOiiinteraural linei D 71/ y v (bregma) ^5. 2mm, 
t}^5^2.0mm, Mffi£t>2.4mm ©tfclBt;: 30G ©£&#KHainiltonft) 
T'20/zl (10 8 CIU) SALf:. fcK30±*«BK:GFP©» ^*£*MH*£*i 
7)o££Cx F^^SSeV^^^-T-^^M^/iao^^^^^M 

, m iC>sa. mu is m®mm^®^?n£#uTt)mm%&wi 

7 ] F^JISeV^ J Ix h ©F-less t> -i ;VXt^©M 
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<1> 

h U^»#ST( + )fc*#*T(-)"T?**tT3B«©IBtt»«±» 
©HAassay©tt***bfc (018A), £ft£©i8*±«l&*ft**l«W»«£ 
giL, 2B«««oaW®»«*©HA assay©*S3l£^bfc(lll 8B) C 
±S&© r Cj ttttflSSfcL-CJB^fePBSfe&fe-ro Dilution («) O&fr&fjJ 

£<fct>- lane 12) ft«TMMPC»»abr«*2BftoKR*©HAassay*ffo& 
(Ell 9C) 0 3 0*§Hx F^»SeV>>>f^^fe*jfi!bfeF^»a«fi*fctt»^»W 

<2> 

MSeV^^QIAamp viral EM mini kit(QlAGEN)H«fc (JHSbfctotal RNA£Fit£ 

^ofe(BlO), ^©HA|»tt^J8*i4* s *V^CttF^iay>'A*«f'oTV%S 

>J ;* > © x > ^ o - □ □ -f H b fcHNg 4 Bit 5 SWfrt li£F& b fe 
&nu4 Hfll|ibfeF«e&Bil"rSin;i*:-el±SjiSb&*»o&(0 2 0) o £ 
©^fcttF-less©KU*>©#4*^UFSa*««:<-t*HII*e*a-e'>>f^ 
tft'J^V^bt^fiS^nsClfc^JWbfc, FJMTCSeVK 
£fcfctrc£«£$ft:fc?> (Leyer, S.et al., J Gen.Virol 79, 683-687 (1998) 
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) > ^0 (omm itmm e JMhc sev e y # > § § * - » t « e> *» t * 

ofco ^©J:daF-lesai;U*>**W»We-a«It:*«il»"e*S^i:^ 
SeV F^RNP£St?t*U:*>£**J-£j^T*£6C££^bT06o 

<3> 

4 jv x *»«ift qrii^aiiia t « s o & < * * £ * v\> * c x-mm&jtz 

7-A(D0SPER,Boehringer mannheim)i:^bT> M"ri5^IH>f 

a > Lt F« f 7 >^7 x ^ 3 > Lfe. *©IS*x 

t-'^'J^V-Ail^U V < GFPIg^m^llS £ tlfcfr o © 

ivt*«*«*nfco F^MSST-liGFPtiMIIS'r^SU. 

©£*tu F«SMMS-ettGFP*3IMMaH:iK**o-C, □ n^-tfffM^tiS ' 

[fU60!l 8 ] FHN^HSeVy ;^^-fW ©B^^*3 <fc if S 

<m*WfJ AcDNA©#f^> 

FHNfcfcHSeV^yAcDNA (pSeV18VAFHN) ©flt^fi£ -fpUC18/KS5:EcoRIt?^ 
<bbTpUC18/Eco^«^b^Fae^©S^ K>^6HNjie^©^lt=i K>£t 
©IB©±EBI£(4866-8419) £fc$fc£"tt\ BsiwIgi5|i(cgtacg)T*^ bfll^bfeo 
FHN^aM©ra^v-^>^^«S^bfc^ EcoRl7^7V>h (4057bp) £ 
7;i/A>£lliKbTpDC18/KS©EcoRl7 7 7V> h £E£gl;iT8ffgbfco £©FHN 
&M$££t?KpnI/Sphl:7 7^ > h ( 14673bp) £ 7 ;Hl JR b X pSeV18 + © 
KpnI/Sphl7 5 7V> hi:!^ 7*775. h* pSeV18VAFHN #f#£ftfc 0 

GFP£^AbfcFHN^ilSeV cDNA©4ff^lift© <t "5 Cff o fc„ pSeV18 + /A 
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FHN i? ^Sall/Xhol 7 5 7* * > b (7842bp)ft[l]iR bTpGEMllZ(Promega)£ ^O- 
->7*U7^* 5. KpGEMllZ/SXdFHNfc UfcoFHM^aMfttd2EGFP (Clontech) © 
ATG-TAA (846 bp) ©»(lBsiwlM^M*nbfcPCRMSBsiwI^^^^ bT 
N P GEMllZ/SXdFHN©FHN*M&©BsiwIMK>S*£bfco f#£>ftfc7^7 5. Kli 
pSeV18VAFHN-d2GFP iibfco 

<FHN^as a &%mm<ott$> 

£*>©£ no-© &©-£-, M^ft^-rs^*^ m*n^iH]4i&£a-£#t 

^UHN©0RFft^tf7^7V > b ftpCALNdlw (Arai £,iiuf3)©3---7&SwaI g& 

ttCjfAl, 7*7^ ^ KpCALNdLw/HNi: bfco 
LWJ-MK2«IBCpCALMw/FfcpCAIJIdLw/HN*H**fett»***it^^l/s 

mammalian transfection kit (Stratagene) IffllWD ha-^Cftotl 
-frPHAftfrofco G418T- 3 5ISM*R bfc'^n^->^Lfeo Wfcftfcgfflfl 
tt^D-Xi^n^nCre DNA U3>K±-4fftfB^*»»*75V «7>f 
(Ade/Cre) (*ff&,flMB) T*«b (moi=10)> F«fiS0iM30il 
BSftPBS(-)-£-3H]ft&bT[IlJKU £x;**>7n*^-f >7*&ftffl^TifiSeVF 
iiJitSeV raaH©*^^ n-^MgGti»)ttttibfe(ia2 2)o 
<pGEM/FHN©fit^> 

pCALNdLw/F fcpCALHdLw/HN&*«fCffl V>fcF £HN7 5 7*^ > h ft * *i?ti P GEM4Z 
, PGEM3Z (Promegatt) l:^n-->^U P GEM4Z/F^pGEM3Z/HN£#fcopGEM3Z/HN 

0 T 7 r p t _ ^ _ hn ft £ tr ft p vu 1 1 mm x t x n ti tz 7 ? 7* * > v 

fttUiR b^pGEM4Z/F©Fite^T^©SacI^-- 7 1M b XWM b«fb b tz&tiL 

iz^j v-i/3>Ltzo ?MB^twMB^n-i5mz^.-<tz^(D\ts mttz 

{iJrfflN* J 7 n +-)litifoX t> x7 7 > 7d y x W > 7"ftfi^\F hHNii^©g S 
SMBtCfBSiT- § 3 - i: ft»B t fco 
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fhn*»<w frzonmm (po) iz-Mtiznitzo — o^f^ii^;^©?! 
t-f, M*yw&*fmtz>-7' 1 7XK Y^mmmLx, zti\ztLW&ktm 

ttFHHtt»3i«B"Cfll«ftff o&« FHN*»GFPfg3iSeV cDNA ( P SeV18VAFHN-d2GFP 
) , pGEM/NP, pGEM/P, pGEM/L, pGEM/FHNSr-eft^tU 12>ug/10cindish, 4/zg/lOcm 
dish, 2/ig/10cm dish, 4/ig/10cm dish, 4^g/10cm dish©SJ±T-?I£ b 
gS, 3ml/10cmdishK ffiliELfcF^»SeV©S«SKi:PI«*^S'eLLC-MK2jaifi{3 
ifrg^Abfco Mfe^A3M^«fe^AraC(40/zg/ml, SIGMA), h V 
(7.5Atg/il,GIBC0)At>©MEMC£&U ^C3 0MLL is£^»A&2 
HB"«3fc**H«H"C«*U pGEM/FHN©iiin©*^©«V^tfeSEL> GFP83! 

<9ij!a©i£Ast3"C^^;i/^©^&aiistfec ^©*sjp^ s«^^hpgem/fhn^^ 
m LtzmG\tmftmm>®fcifi *> &mmt<ti, pGEM/FHN©M#fcui§i§ri£GFP 

^ll^>^WUIf^ft**^: (123), FHN£6?l«&ll#K*ftn 

^ ^> 3 >©^^r(±F^a £ |si«i3Pi©FHN^«-e ;ux©dURH^iiJ b fe 

(02 4±)o 

Ade/Cre »lT6^PWi: FHN^ S £ ft Ml FHN^JI <W 

^^ril^^bJiiti^-et^-^^si^tfc (i2 4T)o 

FHN^^GFP^^^f ZcdM-fr t>nmm$ tltzt> J ;i^$&LLC-MK2, LLC- 
MK2/F, LLC-MK2/HN, LLC-MK2/FHN(3^^LT h V 7y >©ill©Wit*iot t f: 
o ^aBm^GFPMa^MSSClA^^^StEbfe^C^^ LLC-MK2/FHNT-©^ 

gfp©j£a^* s is^^^ zcdvj Kxmzm&mmizftgftip^hvr^y®. 
&mzMti&$ti2>zt&mm$titz(m2 5) e 

FHN^fll C-f IVT^y J A ^fit^t £ tf\ LLC-MK2/FHN«^ ®mtltz%m 
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±?g£84>bfc&, QIAamp Viral RNA mini kit (QIAGEN)T**©:7o m-M: 
ftoTRNAJftffifcfTofco 3 ©RNA£ Superscript Preamplification System for 
first Strand Synthesis (GIBCO BRL)H«t t)RT-PCR©7 1 >7'l/- h^ftff V\ 
TAKARA Z-Taq(iE?fIja) fcffl^TPCR£fTofco F Mil * 4 /uafcffllMfe 

oPCRr^-f T-tt HJtfc^-fcGFPiie^Cffi^fc-t^ £ tz\*mte?£ Litfc? 
©a^t>**fflV^Tfjofc(lBlfi : Fi:GFP3te ; jF©li*^t>-& (M-GFP) ton 
Tli forward: 5'-atcagagacctgcgacaatgc/K#l#^ : 1 3, reverse: 5'- 
aagtcgtgctgcttcatgtgg/IE?'J#^ : 1 4; Mats* fcLJtfi?® (M- 
DKowTtt forward: 5' -gaaaaacttagggataaagtccc/E^'J*^ : 1 5 , reverse: 
5' -gttatctccgggatggtgc/IE?'J#^ : 16), *©©Jfc MhGFPjte?*?^ 

MfcltiSftfco MfcL»fc?£77>fT--fc:«^fc»"&Mu FHN*aHiGFP4£A/£ 
(02 6)o 

FHN^M * ■< fcFBSiailflSCFfcia t P3«£!Btfe lt> bT 4 B i 
tg#±?f£lH]lKU LLC-MK2, LLC-MK2/F, LLC-fflE/FHN^©^^^^^ * 

©ten, v^•rn©««^^5^t^>GFP^«* s il^^i^•r, £ft£©aws^ 

ktftttaS^iT- (Kato, A. et al., Genes cells 1, 569-579 (1996)X ffFH 
£ £ § 7 ^ 7 O US a 'J -fe 7 s * - ( ASG-R) * it b T MflSt- ^Sft C t 3 
,Ih#fS£2*l£ (Spiegel^J. Virol 72, 5296-5302, 1998) c ftot\ FHN^JI 
RNA^y A*fif^i>-f^x>^n-^±Ffifi©*TfJBfi!6*nfeKU*>** F 

«SifflJia©^«±«cttw*na«c:i:* J #^.^n5o*3-c%FHN^iH'>'f ^ 

fc**Ufe F^»BS©tg*±^*IiiRbs »i&bfe!ft±IB©*»i:H*K:iUlA 
atH*ffV\ Bu^bfc^S^mtlRT-PCR-ePlfbfeo *0*S^ 02 7-T-^b 
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tz £ 5 fc FHN^« V J h £ $ t?RNA^#fi * 5 d £ 38 b fc . 
3 ©f&s VSV-G £: a. - K * >f TWb t ^ ^ ;p * © t u * > © £ * * * > 7 a y 

$5>i;s FMa^«^^^m^nfctu^>^*5 L ^-^^u^v-A (50 

// 1 ©DOSPER/500// l/wel 1 ) t ©^©WMT-FHN&MflS f: fett^«SLLC-l«2« 

^(zmiibfco %(D&m, m7&Ltz?-iesstk?(Dm&tmm. dosper^^lt 

L fc^£(iGFP£3Si&IBfla©£# 0 tfWim £ tltf. HN-less© E U * > 
©^-e(i^<M(3«^^<, GFP^3im^m^^n^A^fco FHN#283M 

flg-e ttGFP^Mis^^ £ n tz #s vmrnm £ n £ # o t c ^ #sg#) 
tzMMm&mmMJ&Vis ttzimmmzmmbzmmu spiegei^ ©£&•?? 

fFfil#S^ tfetiASG-RtC^W^^ti.^^lS^SC^^T-^-Sc 
[SUfc0d9] 'K^J ARNA^;bX^*-©fSfflt£ 

1. ±t;M^fe^T*iiifl^nfcF^jiRNP(iF-less0^^^X^>-cD-r(z-a^ 
ilT43 1?> ^©^>^D-7-^^W^1ifPS^^t e fc»3mM©«^At^^ 

sou ^fe(i«e^AiS^«fi^©j;o^*©T-«(i#AUT (rnp^ 

>*7x^3>, ttzi* RNP-T >^x^^3>), ^©M#&;LRNA>rV 

2. HN©«F<3 h* ;>< > *m U MMft h* p< -f > £fl&© Hr 7* -S^WCS 

c©*i^x.se©^M«T-^^^-^^MqjtgT-^§ 0 cne>©^^ 

3. FHNi:*)^S1"SSeV«i7^;^©S«ll{3fiK^Ufcc:^^e> N GFPite^Of^b 
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(Leyer£,J Gen.Virol 79,683-687, 1998) T£*0ajfil*5'>'r 
>^^F^St?i>a.-h*{bbfc^^^- i fe#S^*lTV^(Spiegel^J. Virol 72, 
5296-5302, 1998)o Sfc, FHQRft 5 h U 7"^>"C^^c?tl}t^ASG-R$:^-bTffF 
««ISt:»JI»C>-y V7-<t >^t§5 ft"C 1^5 (Bitzer^ 

J.Virol. 71, 5481-5486, 1997) e liJOfRgOfctt-attfcfitf^*'?* ^ 8 

[Hifim 0] FHNfciBSeV4V Afr^ ^ ;i^©ffiff^£ckmf *i 
fShA,£0£T% T7ro^-^-T^i3cDNA, NP,P,L3i£^ £#AU£7":7* 
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mt&fr& X V Z v - 7 1> J * fctt t>tlt ^ 3 o 

Mt IX V7T>£v>£ffl^T^6*^ JDS^©^ (Kato, A. et al., Genes 
cells 1, 569-579 (1996)) V 7 7 >t^>>©(Sfrt^ AraCfcMfi 1 ttffl^ 

T7* U ^ 5— If tm&t Z^Wtt UT> 7 * J/-7^C7r; ;i>*©£ 

©Hfrtaiiiise-eft < rna*^ * \^>^mm^ %%®m& t ltu- k itiso, 

7^^f fcPsoralen-Long-Wave-UV&T-aOiS-r 5;hl:<tD,7^y-7^^/l' 
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et al., J Virol 70,165-171 (1996))o 

in mrnmnmsM «m *a ©»a* nmmz x r> -«« *» t> * 

Zt^lZo *Z?*m%t>l** V7-U>™«? (UV)0*£fcl*U -7* 
<HSfc> 

-^ETpGEM-luci 77 7U\t>^9>f^^^^ta ST7* U * 5 - 
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;i/XNPx P^ L^a^^-T-SpGEM/NP, pGEM/P,pGEM/L^X^ KkUBftcW:: 
*©RNA#U fcrtlJ: f);k>7x7-HfiiIfi©g?^I^5^$)5o 

M^menfeo l*»u T7#u^7— etsttJ^ v^u>*tg#(k 0.3, \n 

g/ilSgttg-fcfcJH*"^ 10/zg/ml^{± 10t>©1 gJK£»'J>bTV>fc« (02 8) 

o 

-e©ssijTf{±n^y>t7— iftsi4^©«w±B^n«:*ofco ^©^^> o.3# 

g/mh 3 0#MM©£frcfck T7* U * 7-HftStttCT*#^^ 

£lia0***-£ifcJIL-tioi=2 (M^©a#*-f *-T-moi=0.002) T"»b 
fc k §CD24B#IH&a>CPEii, *att30 £ &ioi=2"eJG3fe£ ttfc k t 2: 
gfcfc&frofc (03O)o 

ofeo 6wellcD-7^^D7'l/-MlLLC-MK2W^3xl0 5 «/well-C*ii[^^ 
Jg* Ufc&s PLWUWIhu©* -f ^-^-e6xl0 5 pfu/100/zl kft 6 «fc 9 13 y f? >> 

-r«>-f;i/^*#R-u PBs«^a©iiiafc:«***feo iiitin0**»* 100 

^lOOPTI-MEMtr^^U h\ pGEM-NP , P, L, € LTcDNA^tl^ftl, 0.5, 1 
, AugZtoz.tzbCHZ, Superfect (QIAGEN) SlO^lin^ ^St? 1 
fc&lml©0PTI-MEM (GIBC0) (Rif. AraCSr^t?) £<t>*> IBStlltfco 
h7>X7i^i/a>t2, 3, 4BgtC*BIB§£OTU jSifrgL 300^1/well 
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U 1 £ §*f&10 S g 0^1150 £&#S5 4 ffl-r oSS Ufc ( lxlO 5 , lxlO 4 , lxl0 3 « 

j5U 10 4 T-te+£s 10 3 TiiS^i:m^T, (Reconstitute Score) 

(0 3 Do ftH^M l ©il t> o 
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{3j±#l IT, fltg£b& &©#'>& <&^>"t^fc (HI3 2)o 
9 £ J/ - T «> >r ;u * &PLWUVT" TOfb f 5 3 i: iZ «fc t) > T7* U * 5 - -tr rSt$ £ t± 
*-£1000#®l££t?TtfS£i:* s "e#fco bfrU 7^^> 
^T^;u*E£jifc©CPE(i, Si^ti^t*MS©^ i000{g©^*-££ro<M 

5pfu/10 5 cellsfiLtTfli&iPofco «e^T. aSiRTtlfty^^^T^^ 

;u^o»siio.oo5%^TH«iit e>n&o 

[HS&0J11] fr*®??®. 

<i> vsv-g atfiM«ift»*»3H-rs^^<-iiBoff» 

VSV-G afiM*tt*BMSft#l/t^5fc«K Cre 'J □ > «fc«fc tJ 
VSV-G«fe^1»^SI**S^nSJ:-5IS;thclFnfcr7^^ KpCALNdLG(Arai T. 
P> J.Virology 72 (1998) plll5-1121) £fflV\ LLC-MK2 «T'©£^Atfc© 
ftffi£frofco LLC-MK2 MM^<D7?X 5 h*©a»Aii> 'J >i*^y-)AS ( 
CalPhosTMMamialianTransfectionKit, £ n->^ y £*tS!) 

10cm:71/-b£fflV\ 60%^>7^3i> h^T-4Wbfe LLC-MK2 WtlO // 
g©77>U H pCALNdLG £#A^ 10 ml © MEM-FCS10% t$M\ZZ, 37°C© 5 % 

co 2 >^a^-^-it»^24Wfn«*ufc« zmmmzmm^mifiL, 10 mi© 

JgfifefcJKB&x 10 cm 5*Sc^rfflV^ 5 ill ft. 2 ml 2$, 0.5 ml 2#K 

fS£, G418(GIBC0-BRL*±S!) 1200 //g/ml£^trl0 ml © MEM-FCS10X£«n?iS« 
&fri\ 2B«CJgife£ij|b&#*>. 14Blffl£*U ii1£?©££^A1*©>I#!£ 
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fiitzo »«#CJ:»)4TSfbTSfeG418tBtt*^-r«fili, *n-->^V> 
2 8«c*0JRbfco &£o->(il0 ci 71/- hT*3 >7;i/x> h £ 

&£n->£oOT> Cre U □ > K-*-~t?&£tfffi#tft*.77V £>f;i/* 
AxCANCre4«»^s St VSV-G * </ £ p-r-;Hftfl;fcJfllv^ VSV-G©»a*WT 

QZU-ylt 6 cm '>t-l/l:T, 3>7M>hJ^*fc^ 

MCAHCpet»»e.©3&» (±«> HOMO***** 3BTO« 

bfc. »«UStt«*±ill*Kt)l»^fc^ PBSttftflTCftfrU 0.05% hU7v 
0.02% EDTA(x?-U>^7S>4#»)*£trPBS««« 0.5 ilfciia^ 37 
°C, 5#P^>*^-M"6 D2/-v-l/«fcDf!l* s bfco R«BJBtt3il 

PBS««ftK»»^ 1,500 x g-e5#HSi&U &*VfclMStt 
££K2ilPBSII«*£SflE!B»8U 1.500 x gX~5frm&'bftnt?>Z£iz£t) 

z-gZo j*«>fc*iu&ttioo ui © mmmmm. (ripa ^^7- ^-u>#- 

7>M AttS) CiOSIPU (ll/->Mifc!> lxl0« 

^ > 7;v/^ ^77- C6mM l»y*-ttHI (pH6.8K 2% SDS, 

10% ^D-feD-;w 5% 2-^^7'hx ; $';-^^^if» 
U 9 5°C5»ifMMIi(:ftbfc= »K»*SDS-#U7^y;i/ 
7^ 10/20, fls¥tt«) «aa»HJ:t)^Hb 

frmZtltzm&nZ-b $ F5^Dy hftCiOfifl (Immobilon-P 
TransferMembranes, MilliporettS) (CftSbfco <E¥li* 10 0% - 

1 BSFajfjofco 
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m&^m&zvn o %/d >^>»^ttf p b sifit- 1/1 o o on 

*HRUfcia VSV-G ftft (?u-> P4D4, ^"?*±S0 5mUt--^yy 

f£fe¥Hft2g4 0 ml ©PBS-0. l%Tween2 0£ 5#B8igaiU & 
^LfcgL PBSiffi®»rC5#ISSdtU ft^Lfco 

Rte^K^.fcVl 0%7n**>^fc«££tfPBS««»re 1/2 5 0 OtC 
#Rl/ft^-t**/ & tlfcttT £ * I g Gin ft (anti- 

mouseimmunoglobulin, Amersham ttSi) 5 m 1 ft hT— — ;wty ytzAtU )b 
ft LfcgL £UX- 1 «I^tto 

Mm&, Rfi¥Mft2ftPBS-0. l%Tween2 0K5#lffl£aiU 
Lfc&, PBSWI:5MI1U mftbtzo 

(ECL Western blotting detection reagents, Amersham ttSS!) ££t> 
s InVSV-GirCi* t^XOl^. ft 5^4E^K±©S 6 ft ft o fc, ft 0 3 
3{3^1"o3^n->T% AxCAHCre VSV-G ©JBS^tfttH^n. VSV-G 

f#^nfcM^cD-»ftLLCG-Li^w. ffltsmfczm^z7u— *m Mr 

V-ffitirZftitc (I34) 0 %<Dl&m, LLCG-LlT-fi, VSV-G MG^mmftMft 

&mmzfcfct<DRifo&ifi%L&$ti, vsv-g * >Jv?n&M®$miz%m2tiz> 
<2> ^)iA-MM*m^tzf mfc**k&Ltz7;2>*titz>^3-~-\ t *'(7' 

F Jtfe^ft^^Ufe^^Aft^-rS-b^^^^^^^ft VSV-G»£^2gS« 
£JB&£1$\ VSV-Gft*Wl S > a - b* * >f 7<5 J )IZ (D&^ififL *> ft£frft 
> ±iBHWJniB«©GFPitfe^ft^tfF ^S-b>^^ 0>r;i/^ftfflV\ GFPit 
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fi^aSfcJBWCW^fc. Cre 'J 3 >Ki— b* *^fi*lliTr 

y «W ;i^AxCANCre £{i&U&^LLCG-Llfli> F fcfcS-fe «M )VZ<D& 

&e,nfeo *©±«©1/5M££^> «ffcftVSV-G ^i«^f;lEi: 

_hv?t£VSV-G SIHIbftV^G-LlMBaciBftlbfcBKltt, fcfs^aSAtiSft** 
©©, GFP«HliB0JtftIttB«)e»iT'**^feo fiJLt©tS**»e>. VSV-G %%«B 
gg^H atj i3 * )V*1fimmt Z^tVUfth tlx VSV-G © a - I* * -f 7©F 

<3> F it£ : F&fc£bfc$V A^«ya-^^-b>^^^^®i 

££{$©!fcf* 

VSV-G 3tfr?©SBJR*©!&»4ii^S&«>* AxCANCre ©«* (M0I=(K 1. 
2 5, 2.5, 5, 1 0) -£*®Ffc£^£fc*bfc$VA£W-r2p> 

e>fc:vsv-Gtt»«u »*a©ttiac*«!*^ 5bi©gfp©^ut^sw© 

ft«Jt« tfe i: C 5, MOI=0 t li>>-f ;i^©M£#± < Btf> M0I=10©£ 
ftTZ&*)&^Z.£&t>fr-otz (03 5)o lHWl:^^^i4i*i^fc 
ya-F^T't^^ )\,7>m&& BmX&frh jt£*#±# b x 
8ai£T-M£«ITt-£fc (03 6) 0 ^^X^ffl©^^ VSV-G B«1ii© 

wm^> loft-r^sRiw^Rbfe^-f^^ftaBiiu «&sai©GFP© 

a&SiWfiSft*. «M ( CIU ) 

fco fiS^^^iSlfi 5 x 10 5 CIU/mlT-fe^fco 

<4> F m&ttX&hltV J 47*^94 *4 
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vsv-g %mfc*m^xne>titzf ae^^ufcy^Afc^-rss/i-K^ 
<<7*>y-(vj frx&s ^scvsv-g *>^*R&wrafr£HL-^ trtVSV 

i&zmSLs Sfi-e 3 0 vsv-g ^^sltv^^vmlcg-li W(3 

«U 5Bl©«e-?*AII*GFP»l!HiB©*jlR'eil'<fc. *©ig3l, taVSV 
^;A^t5t>^ (03 7)o Z<DZ 

^ in vsv-g ae^aawiaTJisiLfe^-f;!/^^ F^it**:^, 

F4oott>* HN ie?miWA^t5t>^-)^M& VSV-Gitfe 
^SB^ifflllSLLCG-Ll # N VSV-G£«£ 5 S/ i - h* * >f 7* ^ © 
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*©££* VSV-G ^«^WC^-f^^^li5S1"SCi:«fe?>^ VSV-G h 
O^-^^^F, HN&£g-fe>*W »>-f;i/^©ftBK#B«>^*Lfc (0 3 8 
) 0 *-r*;*affieD*£tt* VSV-G S§*ltu©M^ l 0ffi1*oa»tt£#*bfe 

( CIU ) *©*£*> ;i/*E£*tt 

1 x 10 6 ClU/ml^feofe 

o 

<7> S/a-K*-f r«fe>^>f «>-f F*3«fctf HN ^i^^^tSu 

fc©*B 

4-tuvsv-G ae^awBS-eiiwtfc^-f^^** F&cti>* hn ^stfesc 

-fe>*W i>^;i/^fi*©^ W^|tJ±tftai$nS*©©xF*«ttFHHd' W^Hl± 
ttm*nft*ofcHfc*^ Ffc«fctfHNfcfcfflTJ**;ifc«B3nfc (H3 9 

)o 

[mum 12] <7-r ^xs«f^©^w 

LLC-MK2 ffi^ 5X10 6 cells/dish T?100 am ^ h U JDLCCtS^^ 24 B$fHJ3£& 
, jfiliS^S&V^MEM^ttl T* 1 Elifc&LfcgL 3 Ag/ml OV7l/>i:Iillli 
ftH (365nm) f 5 «Ilf: T7 RNA *^7-^^lt5'J3>Kt> 
V- 7 ^ - y £ (Fuerst, T.R. et al., Proc. Natl. Acad. Sci. USA 83, 

8122-8126 1986)(vTF7-3)Cgfi-e 1 fipBB*»*-&fc (ioi=2) (ioi=2~3, j? 
moi=2 #ffll^il5)o Jfilfr£££&^MEMJgJrc 2 Hft&Lfc 

77^ * KpSeV18VAF-GFP, pGEM/NP, pGEM/P, &tfpGEM/L(Kato, A. et al., 
Genes cells 1, 569-579(1996)) *Zh?ti 12/zg, 4#g, 2 jug, Xtf 4/zg/dish 
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©flitT* Opti-MEMJgJfe(GIBCO) CMU SuperFect transfection reagent (1 
#gDNA/5#l ©SuperFect, QIAGEN)£AtU MM? WMtillZ 3% 

FBSfc^t? Opti-MEMtgtfe 3 il iZXtitz DNA-SuperFect S^tt&Ml&fclSftlb't 

igmttzo mmi%m'&, mm*, skm^t^mmmz 2 ra&u ^>r 

^>/3-D-T7try vK 40#g/ml (AraC, Sigma) £^t?MEM^*tfc-£ 70 
ig#bfco £ft£©»Ififc±iS£iaJKU ^n^tL P0-d3 -y->7-;i/i;Ufco P0- 
d3 (D^Vv h£ 0pti-MEM«JftHS»tfc (10 7 cells/ml), fflfeMm* 3 gM 
t>?SbT lipofection reagent DOSPER (Boehringer mannheim) t b (10 6 
cells/25^1 D0SPER)gST« 15 #H§2fc©bfcgL F^3! LLC-MK2/F7 h 
7 >*7 ^ 3 >(10 6 cells/well 24-well-plate) U Jfoftfc^ft^MEMigJft 
(40/zg/ml AraC, 7.5/zg/m b U :^>>££tr)T-Jg«bfco 3 B§43<fcV 

7 Bg£±»£HliKU ^ft^ft Pl-d3 *J:V n-MV>7)V£ bfco 
<jc>^0-7 , 7*7^^ K+F££ffllBM&> 

KCxy^n-W^^ K pGEM/FHN $4>ag/dishSnx.fc^(ix ± 

* lfltf!f£^£ft^ MEMtgJfeT* 2®ffi#U ^F>»/?-D-77t;77; v K 40 
//g/ml ( AraC, Sigma) ^ r »J^>> 7.5/zg/ml fc^fcMEHigJfe f 48 ®E3Jg« 
bfcotS#±?f£8lDRfctvM£^£&^ MEMtgJfeUO^g/ml AraC, 7.5^g/m h 
yr'>>££tt)£!K»<*ftfclOO mm ^ hUJItt 1 fcfr© F LLC-MK2/F7 «n 
MM 5 ml fcMbfco ^«48«fHI«x £ft*>©*BllBfc±iil£lHjJKU Zti 
?ti P0-d4 ■tf->:7>£:bfco P0-d4 ©^.l/y h£ Opti-MEMi&Jft £SS«lb (2x 

io 7 ceiis/mi), mmmm* z ^rnvrnvz f %m llc-mk2/f7 mmm\zmm(2 

xl0 6 cel ls/well 24-well-plate) U Mm^t &^MEMJSit(40,ug/ml AraC, 7.5 
jLLg/m h U:7*»££&W3*Lfc. ±g#& 3 0B*J:lF 7 BBC±?*£Ih]JR 
U ^ft^ft Pl-d3 £<fctf Pl-d7lt>^i:bfco I£«©fci^ SJg£f?fc1\ 
x^d-tv?*^ KcD***inu ±S3©ft*&fc£<llb;£?£T*fcfiifc£ 
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<mmmm&<D*i t> > h c «fc sciu©3ij£(gfp-cid)> 

LLC-MK2 SHAgfe 2xl0 5 cells/wellt:12well-plate(3K^^ 24 R$n%*& ^ 
»&££fcv> MEMJ^flfe T* 1 ma^bfcft, ±E©^>r;KP0-d3*fcttP0-d4 
, Pl-d3 i3cfct>* Pl-d7)^. HftMBtf 10cm 2 *ClOMOOffl©IH0ftK:fc**$ 
C«**U 100//l/well-C«»**&o 15£«Jflliflfc^i;&^ MEMigitti£ 1 
ml/well Jn*fco RSTOggL MJfife^RflMITTJa^tx GFP&SI 

h£fro to 
<CIU(Cell-Infected Unit)«> 

LLC-MK2 JHOflgg 2xl0 5 cells/dish T'12well-plate 24 B#|gig#&x 

JMIfc^iifc^ MEMigtfe f 1 Hifcfrbfcau ±IB1t>7-;i/ (^na-M^* 
^*-£SeV/AF-GFP£ffcf ) * lOOAil/well-CjBJfttfeo 15#gL Jfil?f£^£ 
&^ MENJgi6£lBl/well illiU £ «flB8*bfco PBS(-)T- 3 ID 

•feh>^ iii/weii mzmt>izmt)m%, nv&mzvtz (ttioaMsa-tfitt 

g)o PBS(-)T- 100 f&ftfibfc^^ilJBtt^tlfcttSeV^U^n-^ttflc 
(DN-l)fc 300/zl/well SPX. 3rC-C45£HM >*a^- h bfc&, PBS(-)f 3 HI 
m&L, PBS(-)"C 200 <g#^bfcft*1t*IgG(H+L)3t«I&-&J/ifr 
(AlexaTM568:Molecular ProbesttSD* 300/zl/well in*. 37 0 CT*45^>f 
a-<-hbfeo PBS(-)t? 3 ®m&Ltz'&, £#§|«^T(Emission:560nm , 
Absorption:645nii7>f ;i/^-:7-f *a»)-tf^*»-rs«llia*a*bfe (HI 4 

0)o 

MMi:bT±I3-9">^ (SeV/AF-GFP) £ 100/d/wellT:{&&bl5#^ Jfitiff 
MEM£lml/well ££>£24 Kf|)glt> W^©l«f^*ff tot* K: 

i9Bj!aS^^^T(Emission:360M , Absorption:470nm7 J : ?4 

GFP«3H«BiaS«* bfco 
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3] kvm^yn ^;i/*^*-©ffaj$^i6]±©£#>©s 

Mteyti'-TVj ;i/^(vTF7-3)©PLWUV( Psoralen and Long-Wave UV Light)*! 
LLC-MK2 5xl0 6 cells/dish T»100 mm i V UJmCiH^ 24 ^F^#^ 

> stmz^z*^ mmm t* i 0.3-3 ^g/mi ©V7i/>i:g 

(365nm) T* 2-20 ^MLfc T7 RNA * U ^ 5— \>*%.Mt% U 
D>t*^-> l>7^^7Hi^ (vTF7-3) (Fuerst, T.R. et al., 
Proc.Hatl.Acad.Sci.0SA 83, 8122-8126(1986) US fit- 1 1$ Hfl J8 ffe «* # fc 
(moi=2) (moi=2-3, Uffl,Z\* moi=2 #fflv^ £*l3)o IKiitt^^^ MEM 
Jgfl&T* 2 @«s»bfc«, 7^; h* P SeV18VAF-GFP, pGEM/NP, pGEM/P, XV 
pGEM/L(Kato, A. et al., Genes cells 1, 569-579(1996)), ItZMti 12//g, 4 
Vg, 2jug, RXf 4/zg/dish©SJtt Opti-MEMlgttfe(GIBCO) KSSSU SuperFect 
transfection reagent (l/zg DNA/5^1 ©SuperFect, QIAGEN)£A*U 15 
mmmt 3%FBS£^fr0pti-MEMi£ili} 3 ml IzXtltz DNA-SuperFect 

M^^mmiz&Lx^mLtzo 3 mm%w&. «^ mem 

t£*fe T* 2 r^>>/?-D-77 V'yJ > K 40 /zg/ml ( AraC, 

Sigma) ££t? MEMtgtib f 48 Bf^igi! tfeo 100 mm ^ h l>m©*tl 1/20 Mi?© 
«£3t:)fcSt^§iTT*1iS§i U GFP^MBS©* >Hto9^y-7-)^^ 

(vTF?^)©^^©^^^^^-^^^^^^^^--®^^^^^' 
i>^;i/^H!^7 , D p291-296, 1995)£*to£ 0 

^e>ic. b7>X7x*>>3>&©@iKB#$£3B§£^iU V7l/>i:UV 
HMJ«fIIB©*W*ff ofe. #PLWUVM^o^9^ >>--7-M;i^ (vTF7-3) £ 
fflv\ -t>^^->^;uxS«fi£©a*^^Wtfco Bwmi^sg (±15 
) £&^u ^©^-JiT-fTofeo 6well©v>f ^D7l/- Ml LLC-MK2 
5xl0 5 »well-e«!(^> *Wg#L£& (lxlO 6 ^fflj^/wel 1 ^ti5S LT^S £ 

<5£K PLwuvMiiu©*^-&ir?:- 2xio 6 P fu/ioo//i h&sj^n?^^ 
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Tt>4 ;^(vTF7-3)£#S|!RU PBSft&&©M£«£i*7co ll$f§©«^ 
50/xl © 0pti-MEMtg«fe(GIBC0)C7"7X^ b\ pGEM/NP, pGEM/P, £l>*pGEM/L, * 
bTMSSeV cDNA (pSeV18* b(+)) (Hasan, M. K. et al., J. General Virology 
78: 2813-2820, 1997) 1, 0.5, 1, 4 n g £ *D X. tz & © £ > 

SuperFect(QIAGEN)£ 10/zl §S-ei5#Smb7cgL 1 ml© Opti-MEM(40 

Ug/m\ © AraC £^tr) ^:»P^_. IM-fiBbTco h7>77x^>>3^ 3 S 
gtc:«£[e]iRU 3fo&> 100/zl/well©PBSt;^^bfco ZCDWMfoZlO^ 
lOOfg. 1000{g#fRbfc«&$i 100/zl£g*i& 10Hi©fg*^flt3##fR 3 

mtimmLtzo dxio 5 , ixio 4 , ixio 3 mmzzhztimmo 3 b^m^ 

e>M£HUKb HAISiKliD^^^^S^^^^^^o lxl0 5 M£gi 
%LLtzn$WD*>, HA rS£#fco7ciyp£-j£u 10 4 -C-tt+jSu 10 3 trttS^ 

«0>J1 2££tfl 3 ©^£13 4 0-4 3, 43 «fc t>*S 2 ^>^n- 
7%m77* ^ HtMMl©ll^tD*CJ:5SeV/AF-GFPa)|}«lJS6»*©lfli 
±#«B£ftfco P0 (fcttffif) ©d3~d4 (3B@-4Bg) tfc^Tx «U^St 
##Ktf>S>ftfc (04 Do H2T?&> h7>77x^i/3>i30S©iKIP 

csatfe, o.3/zg/«i©v7i/>ss"e 20^©m* j s s 

frofc (3B§) di:*^ c: ©£#£«&£#£ bfc (H2) 0 
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[HWJ1 4] GFP£^£&l>LacZ}§« F fcfcffl*:^ fr'Ol'* 

<LacZ 3tfc^££tf F SeV cDNA ©fit^> 

H«|1H35$© P SeV18VAF ©NP 3te*±»*£#SE« Not I WBr8Mft£ 
LacZ fcfrPS««Lfc cDNA ( P SeV(+18:LacZ)/AF) S«t»1"*fe«> PCR Cfc!> 
LacZ f? ^fco LacZ 6©{£$ (Hausmann, S et al., RNA 

2, 1033-1045 (1996)) £<fc£H*\ 5' *ffiOCIi Not I 

V — (5' -GCGCGGCCGCCGTACGGTGGCAACCATGTCGTTTACTTTGACCAA-3' /SE^JS^f : 1 7 
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)l (S) NotI ®m®GL*tt5-Ltz77-[-?- (5'- 

GCGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGCGTACGCTATTACTTCTGACACCAGACC 

AACTGGTA-3' /WMM^ ' 1 8)£flH\ 7°^;U K pCMV-/3 (^7D->:r^tt 

m) zmmtLx?c?iRfoZft^tzo m&mz, pcmv-/? song, 2oo^MdNTP 

(77JKy7/Htf^l), 100 pM Vent tflM-?— fc? (-a 

94°C 30 &\ 50 °C 1 #\ 12 °C 2 #©£jfoi&Jg-!M ^;i/250-r-^^feo 

^i^t**d-^^>«m,*«j-cm^ 3.2 ^P^-^©®fM-^«jDaiLs mm 

NotI T?12JH?rU pSeV18+/AF Not I «J»rfr £ 5 A V-is a > tT 
pSeV(+18:LacZ)/AF £fifco 

LLC-MK2 fflMSfc 5xl0 6 cells/dish T*100 mm Dmi33##s 24 mffl%W& 
N JfiL?ft£^£&^ MEM T* 1 m^bfc^ 3 jug/ml (DV?\s> t&tii&mftU 
(365nm) T- 5 ^MSLfc T7 RNA * U ^ ^-^£283!-f3 U 3 > tT*> h 7 7 
v-T>7>f ;i/7(vTF7-3) (Fuerst, T.R. etal., Proc. Natl. Acad. Sci. USA 83, 
8122-8126(1986)K^ST* 1 St^l^tf (moi=2) (moi=2~3^$?ji(3i£ moi=2 

&m\<^tiz>)o mm^itm^t^ mem t* 2 ®m$Ltz&s Lacz j§« f ^ 

&M-t?>y"-f «?^OU7s^77- cDNA (pSeV (+18:LacZ) AF), pGEM/NP, pGEM/P, 
£«EM/L(Kato, A. et al., Genes Cells 1, 569-579(1996)), *Ztl?tl 12 
ULg, 4//g, 2/zg, 4>ug/dish £ il)tx>^-777^ ^ h' pGEM/FHN £4,tz 
g/dishSU;^ Opti-MEM(GIBCO) KSS»U SuperFect transfection reagent (1 
/zgDNA/5/zl ©SuperFect, QIAGEN)£AtU ^ST* 15#f§MgL S^lftC 3% 
FBS£^fr0pti-MEM 3 ml iZAtltz DNA-SuperFect l^tl5»lIllDlt^i 
tfco 3 *fflfl§^ lfil^^^^^V> MEM f 2 0ft#U 

-D-77t;77^> K 40 ^g/ml (AraC, Sigma) t Y 7.5^g/ml 
tfMEMt 24 mm^mLtzo ^i±i^D^^ Ifil?t£^£&^ MEMtgiifc(40// 
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g/ml AraC, 7.5/zg/m h U7^>>££t?) M?S£ft£100 mm 1 
O F mm LLC-MK2/F7 3fflJ»M 5 ml £MLfco £ £>ilig#48fgF^ Ztl 
(b<Dfflmt±m*®$lb. ZtlZti P0-d3-9->^;i/i:tfco P0-d3®^y h£ 
Opti-MEMigtfl ilML (2xl0 7 cells/mlK $*£g&8¥£ 3 [1^ D ?! L T 
lipofection reagent DOSPER (Boehringer mannheinO^^bUO 6 cells/25/zl 
DOSPER)^-? 15 frmmWLtz'&, Y%M LLC-MK2/F7 «l:f7>X7i^ 
^3>(10 6 cells/well 24-well -plate) U Mfc^i: ta ^MEMigife(40;Ug/ml 
AraC, 7.5/zg/m h U >£^tr )T-igit t&o *S#&7 B iH±»&EURU 
?l-tfV>7)l>t Ltzo ££K±ii£»£12-well-plateH^£F$g31 LLC- 

£ft^MEM£Jte(40;ag/ml AraC, 7.5/zg/m h U r^>^tf)T^# tfeo 
7 B@£±*f fclHlifcU P2-d7+h>r;i/^Lfc 0 £ £>£±if£S£ 6 -well-plate 
£|§l^F&3! LLC-MK2/F7^«tI 37°Cllf^fi^ MEMtgtfl igfl!n:-[e]ft 
^LfcgL Jfil?f^^^^VNMEM^flb(7.5Ag/m h U 7^>>£l3t?)T*ia# Lfco *n 
«&7 B@(C±?i$[lIiRU> P3-d7-b->7*;i/i:Ufco £ ££±?f£*£10cmplate 
tllt^fcF&S LLC-MK2/F7M1*(3 37 0 C1B#M^ MEMigtfe i£fi!rT:-[H]ft 
&bfc^ M£^£&^MEMi£*(40/zg/ml AraC, 7.5/zg/m h ] )7^>Z<ats) 
-Ctgmttco ^#&7 BiC±*i£[3i&U ?4-d7V>7)lt Ltzo 
<UcZ%mMM®* V > r £ ct £CIU©$!|£(LacZ-CIU)> 
LLC-MK2 2.5 xlO 6 cells/wellT'6 well-plateUKi^ 24 f5#^i£»gL 

ff|U 37°Clf$F^&SL MEM««-IU^Us 10%M$^tfMEM^«fe 1.5 
ml £ML£o 37°CT*3B^*^ tt£/?-Gal (^>t*hn^x 

ZWrntzfam, ^?tMDM&~C % P3-d71f yrMZ&^X. lxl0 6 CIU/ml 
t> tlX V ^ £ d t tfi to o tz o 
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mm 

<SeWV AcDHA©#tSI> 
-b>^-r^^;i/X (SeV) ^fi^rVAcDNAs pSeV(+) (Kato, A. et al., Genes 
to Cells 1: 569-579, 1996)<£>cDNAi;#r£& Not I "tK hSSIfiW^- 

5(A)©£ol3pSeV(+)£Sp/i I/&J refcfbbfcirtf (2645bp), (77a ItfififlsLfc 
Kffr (3246bp), &tfC7a I/fco RIf$ftbfc»F# (5146bp) &*ft-?ft7#n- 
*m&&l&T?fl*k RM§"fS>*> itlb. QIAEXII Gel Extraction Syste 

m (QIAGEN*t«) "CHUR • *»bfco SpTi IT!«fcbfc*ffrttLITl!US38 (NE 
W ENGLAND BIOLABSftgiK Cla l/Eco liumfc bfeBrfrl* 

pBluescriptll KS+ (STRATAGENKMK) £5>fy— >3>U ^^D-->^ 
bfe 0 ^XNot IiM bGD^AUiQuickchange Site-Directed Mutagenesis k 
it ( STRATAGENEftSO £®ofc 0 *ft**tfD*ACffl ^tzf^ 4 ^-ttNP-P^T* 
(i-fe : 5' -ccaccgaccacacccagcggccgcgacagccacggcttcgg-3' (E^J#^ : 1 
9 ), T >f-fe > Xfl : 5' -ccgaagccgtggctgtcgcggccgctgggtgtggtcggtgg-3' (ffi 
?>J#^ : 2 OK P-MBaT-(i-b>X!B : 5' -gaaatttcacctaagcggccgcaatggcagatatc 
tatag-3' 2 1), T>^-b >*g§ : 5' -ctatagatatctgccattgcggccgc 

ttaggtgaaatttc-3' (lE^JS^ : 2 2), M-FWCtt-fe >*0( : 5' -gggataaagtccct 
tgcggccgcttggttgcaaaactctcccc-3' (BB^JS^:2 3K 7>f~fe>;UB : 5'-gg 
ggagagttttgcaaccaagcggccgcaagggactttatccc-3' (E^'JH^ : 2 4), F-HNB8*CI£ 
•fe : 5' -ggtcgcgcggtactttagcggccgcctcaaacaagcacagatcatgg-3' (SE?!lS^ 

: 2 5), 7>^-fe>*tI : 5' -ccatgatctgtgcttgtttgaggcggccgctaaagtaccgcgcg 
acc-3' (I2?!J#^ : 2 6 ), HN-L^tJi-fc >*SI : 5' -cctgcccatccatgacctagcggc 
cgcttcccattcaccctggg-3' (SE^'JS^ : 2 7), 7>f-fe>^« : 5' -cccagggtgaa 
tgggaagcggccgctaggtcatggatgggcagg-3' (E^J#^ : 2 8) fc-eft^ft^fiSb, 
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mmtvTmm&saii/sphmfr, mm, mmzci&m*, mm, wimizcia 

l/Eco RIifK-^^n^n±I2T'+>-^^n-->^L^ i fo0$:fflv^TQuickchange 
Site-Directed Mutagenesis kit© 7*n MUWdftlK m\*?fitzo ^ALtzb 

lztiotl*mXLtzmm (pSeV(+)NPP, pSeV(+)PM, pSeV( + )MF, pSeV(+)FHN£J:tf 
pSeV(i)HNL) (D-b>#4 t?4 )VX^fJ AcDNA£1t^ Lfco 

T 7 — tf (SEAP) £PCRT"9-7^n-->^Lfco 754 -?-lZ\ZAsc I »g£lt 
1M h fcffi Ufc5' 77 -7— : 5' -gcggcgcgccatgctgctgctgctgctgctgctgggcc 
tg-3' (IE?'J#*§ : 2 9)x v- : 5' -gcggcgcgcccttatcatgtctgctcgaagc 

ggccggccg-3' (IHSWf : 3 0) PCR£*Tofc 0 H^UipSEAP-Basic 

(CLONTECHttMK g^^iP/u tourbo DNAtfU * t? (STRATAGENEttiO 

^fco pcr^ mm*Asc i-cmitL, m^mzx^mm- hurutco -y-^^n 

-->^1-S7*^X^ K^LTpBluescriptll KS+Otfot I1M h(cv;i/f-^n- 
^>^tK h (/toe I-^sc I-Sva I) ^^^^7 u ;i/-^aiE^J-^^^^^ , 3 ts 
£-jj£-#g|DNA : 5'-gcggccgcgtttaaacggcgcgccatttaaatccgtagtaagaa 

aaacttagggtgaaagttcatcgcggccgc-3' (@B?!J#^ : 3 1), T>f"fe>*fi : 5' -g 
cggccgcgatgaactttcaccctaagtttttcttactacggatttaaatggcgcgccgtttaaacgcggccg 

c-3' (EJWf : 3 2)] £fc#&A/£fc©£ft«bfc (04 6), 3©77>U 
K.OjkcHM' hC»S-igjRtfePCHjl*ft7>fy-^3>U 7n-^>^l 
fco Zhtltot lTf«jflsLTSEAPaie?Bf«-*«»*ilreiaJR-»«b^ ±I3®5 
S8©-fe>*W *?<<jm>fJ AcDNAi:pSeV18+©Abt I"tM h £.%ix?tl54 V— 
S/3>UI«fr>M,£o *ft**l©*>OI>;*^**-&pSeV(+)NPP/SEAP, pSeV( + ) 
PM/SEAP, pSeV(+)MF/SEAP N pSeV(+)FHN/SEAP, pSeV(+)HNL/SEAP*«fcU c pSeV18(+) 
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/SEAPi: bfzo 

<V J )\,7><Dftfflk> 

LLC-MK2ilK2xl0 6 cells/dish T?10Qo$/ + -l/CII*> 2mW&&Wk> 
V7l/> fcUV*MI b £T7* U ^ 5'J3>t*t> h7^y-7-)^ 

(PLWUV-VacT7) (Fuerst, T.R. et al., Proc. Natl. Acad. Sci. USA 83: 
8122-8126,1986, Kato, A. etal., Genes Cells 1: 569-579, 1996) (Z^ST-moi=2 

cDNA, pGEM/NP, pGEM/P, j3«fc tfpGEM/Lfc-eix^fttf^ 4/zg, 2^g. &t>*4//g/dish 
OMltT'OptiMEM (GIBOCOBRbM) CSSL, UO/zl ©SuperFect transfection 
reagent (QIAGENttS) *XftT»6U SMT!l«M«au «*»C3XIBSt 
^tr0ptiHEM3ml£fll;L «fc*i0bT3~5fcn»*bfeo JS*8^ MM*foM 
£ & VNMEMt 2El*5fc# U^f^>i?-D-77ty77yi/h' (AraC) &£'trMEM 

t?72i$iai«*Lfeo c:ne>©«eie*igjRu ^i/y h*imi©PBs-e»«iu **s 

BWB£3IH!ft*)Sbfco £ftfc£10BiaJBW3*fcI»#£100Al8ilU 35°CT-3 

cne,iH3iKbfeM^^^tio- 5 ~io- 7 i3*Rbta»tiiS!au HtitisiJR 

U^?±L-C-80°Cl;X hv^Ufe.^ii^nO^ ^-**SeVBPP/SEAP 
N SeVPM/SEAP, SeVMF/SEAP, SeVFHN/SEAP, SeVHNL/SEAP*«tVSeVl8/SEAPi:1-5 

CV-l«Hflg&6well 7-b-h{3lwell$)fc»35xl0 5 cellsTo»t, 24BOT£#b 
to PBSftM, BSA/PBS (IX BSA in PBS) 1W\ 10\ lO" 5 , 10 \ 10" 7 
bfcS&gUSeVfclBteH >*^—>3 > bfeSL PBS^ft^ BSA/MEM/7#n- 
* (0.2% BSA+2xMEMi:W02XT^P-^*fi^bfe*0) £well&fc D3ml-f 
oMJiU 6BIS37U 0.5XTf»«bfco **tk 3ml©x* y -;i//BK (x* 
y-;u:ff9=l:5) £in;i> 3H$nftftU TiSu-x 1 1 fcCttSLfc. PBSt 
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a^-^>3>Lfeo PBST? = lllifcfr&x 200{£#IRL£Alexa Flour™ JfiH^ln 
*+Wg(G+H) (Molecular Probett) >*a^— > a > L 
fc 0 PBStrHSJft^ -f^-^T^-flf-LASlOOO (m±7^;i/A) T* 

-©*S3I 





$-f (pfu/ml) 


SeV18/SEAP 


3.9X10» 


SeVNPP/SEAP 


4.7X108 


SeVPM/SEAP 


3.8X109 


SeVMF/SEAP 


1.5X1010 


SeVFHN/SEAP 


7.0X109 


SeVHNL/SEAP 


7.1X109 



LLC-MK2«5:6well 7*1/- h tzlwell&fc t) l~5xl0 5 cells-foil^ 24BfP^ 
igii t & )UZ ^ * * - £moi=2J§l£ * i*\ 24B#H & £*±it * 100 ^ 1 E 
JRU SEAP7yfe-f &ffofc 0 7 y -b >f (^Reporter Assay Kit -SEAP- 

T-fri\ ;i/^y>r^-^T^7^if-LASiooo m±?j Tfij^bfcc 

fit(iSeV18+/SEAP©|i^l00^LT^n^ni@^ai:LT*tfeo *©*S^ 04 
8 C ^ b fe ^ 1* ftCffill £ SEAPitfe^ A L * SEAP?St£ £ ft fc 
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(Lamb and Kolakof sky, 1996, Fields virology, pll89) 0 *n&FHN 
SI 1 3 - J: fettWt 3 - C «k & FHNtt^^ t? J ®iR»*ft** < fa-t t 

fee 

10m«B*»C100%3 >7 I/ > b C&ofclLC-HK2»te (lxlOVdish)* 
PLW0V-«ia7^'>=r*ioi=2-CMK:*V>-C**!mia^ d2EGFP£J§1l1-£ 
FHN*£cDNA ( P SeV18VAFHN-d2GFP ($tt0l 8 ) , pGEM/NP, pGEM/P, pGEM/L, 
pGEM/FHN**n?*ls 12#g/10cm dish, WlOcm dish, 2/zg/10cm dish, 4# 
g/lOcm dish, 4/zg/10cm dish©*ttn?ffl£L (final vol, 3ml/10cm dish), £ 
te*mxm SuperFect(QIAGEN)£fflV^ lMfcLfcFfc$fe*-r »*<DWH*l 

*-C3 0ft»U EM3S^(lOOOrpi/2min)T'»J^n/i«^lellRts $/M>>/3 
7 77^H (AraC) 40^g/ml, SIGMA), h U 7^>(7.5^g/ml, GIBCO) 
^^t?©MJfa«MEM^tiMt>W^iJn^,-^#tfccSy^{3fflBtfei0ci 

* + 100% 3>71/>MCfco fcFHNJMBSMMSfc ^ •> -f ^ AxCANCre 
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zm\=\o-emmmm'&, mm, mm, mm, 2Bg> 3BS©«&^n^n5mi 

PBS(-)T— m&c&L, cell dissociation solution (SIGMA)C «fc t>»£|HJ#L 
^i£ii)i^(1000^pm/2min)T"ttS*to^A^aC(40 > ag/IDl, SIGMA), h >J7^>>(7.5 
Adg/ml, GIBCO)£^t?©»?*MEMJ£*t!ll;:MU FHN±t^>^^;i/^©S^t 

fdffliia (po) (c*Dx-^#ufeo «sa^2 0@r-m^^T-w^ig^ 

10 7 m/ml©0pti-MEMtgti& (Gibcol)£5i?§U 3[anf ifgi&BILfc^ ^ -b- h 
^g|#LT2B^©FHN±t^Mlia^l0 6 cells/100>al/well« 
AraC (40^g/ml, SIGMA), h U 7" N >> (7.5^g/ml, GIBCO) ^^tfCMMMEMM 
lfeT\ 37°C 5%C0 2 ^ >^ra^-^-"e2SP^#b^Pl«^S±?f©^'r^^ 
«£CIU-GFPT-«iJ£bfc (SH) e *CD1^ FHN^M#&4B#^T-tt^ 

fe^nfco^ts Pi«±^^{-am^nfc^^;uxii6^f^©ttm)i-r§ 



4 ^7;kfc&AF-M«»f&i3£S££SeVJttI 



■GFP 


-CIU 


xl0 3 /nl 






FHNcell+ad/cre 


FHN 


cell- 


4h 6h 8h 2d 3d 


8 


-10 


6-9 80-100 70-100 60-100 20-50 
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ft**fl*U S«-C30»««l, VSV-BW*f5SlbT^ftVMlCB-LHttlC« 
VSV-G) (is JaVSV}rC^-t'«tt©^^iIlJS'JA s ^«)^n^^ «0»£«-T 

s-fey^^-r;^ (0* f,hn) -ettflfflffBtt&nfcfrofc (0 5 Do ^© 

[Hifc0U 9] Fite^^F*5J:t>*HNil^^^b^^^A$rWtSi/i-K 

£±Jl£-tf\ SW4ln-*- (Beckman) T*29000rpm, 15^16I^BBjffla't»*ff-3fc. 
Mi&lftf- a-7©*Crt*lltt* 77^i/3>3l/^ U 
tzo #B£CoVvt* Fj^^&5^liF:fc<fclJMfc^£*£bfc7>' A£*b 
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;i/*&*©* £1>*HN# VSV-G* >rt#K\*my7 9i^3>lZ 

a - I* *-{7Hr>*W> *>^r <w;i>*f&#©*>^*fC> vsv- 

^n^^ofc^^^e>xF*^tJ t HN^McD^i-K^^7 , ©H2>^^^^^^ 
&£.l£«fg£ft£ (05 2)o 

mmm2 o] F^^^F^i^HNjte^s^bfe^vA^wt^^^-K 

■Br, 3BSHl%hU»^«^iPX.4°C^30^#a^ GFP*»«LfciB*«l 

Fafi^**SfcLfc*VA**«**** (SeV/ 
A Fx SiOTSV-G-CS/a- FftSbfc SeV/AF(VSV-G)) b**^ 

5i/a -^^7^>^ (SeV/AF-HN(VSV-G)) T-(i> Jgffe*M&±£iB 

^tt^jgtwfc^cifctfBJ^a^&^fc (El 5 3)o 

mmm2 i] Fate^s^tfey^A^-ravsv-G^i-H^-f r-b>^ 

cytOMtoryfefflVNtaWtLfcoFae^ft^Ufcy^AftlirS^a-K^^ r 
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S^1"LLC-MI2ilifi*3>hD-;i/i:tTJt«*fifofco*©*S^ t HPI*"> 
«fflflgHRAT-©$&®¥tt> LLC-MK2«i:l^i:^i:-MM^i^c* i ■^fc^ TIMS*© 
Jiirkat*-? I±, □ > r □ -)V t Jttt t T 2 ©F3I{e? & fcfc U fc $V A 4 

svsv-Gv^- h** ^ y-b t? i ;i/x©«W©±##i^£ftfc(H 

5 4)o 

<NGF/SeV/AF©S1i6£> 
NGF/SeV/AF©#flffi£t£±i3 ix^o-rT^* S b* + FSgM&MS&j (3 

<NGF/SeV/AF(D ^ ^ y Afit^(RT-PCR) > 

NGF/SeV/AF^;i/*4VA (0 5 5 ±) &»R*-£fcfts LLC-MK2/F7«BB&iP 5> 
m^titz^m±^M't^tcWi, QIAamp Viral RNA mini kit (QIAGEN) "£■?•© 
rn hD-^CttoTMIAaai*ffofc. £ ©RN A £ SUPERSCRIPT™ ONE-STEP™ RT- 
PCR SYSTEM (GIBCO BRL) £<fc t>RT-PCR0x>7*l/- h"£f£fc£T>"PCR£fTofco 
MJfSli, ftflnSSeV cDNA (pSeV18* b( + )) (Hasan, M. K. et al., J. General 
Virology 78: 2813-2820, 1997) fcffl^fc. PCR7*7 -f T— l£NGF-N£NGF-C£:ffl 
fi 1 o fc o NGF-NtZ OV^T^ y*V— r* : ACTTGCGGCCGCCAAAGTTCAGTAATGTCCA 
TGTTGTTCTACACTCTG (IE?iJ#^ : 3 3), NGF-CKo^TI^ D^*-* : ATCCGCGGC 
CGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGTCAGCCTCTTCTTGTAGCCTTCCTGC(ffi?iJ#^ 
: 3 4) Z&fSLtzo *©*SS^ NGF-N^F-C££7^v-£ffl^fci§£&> R 
T^TT»NGF/SeV/AFiiNGF(C^M^J^/^> h* jWftffi£ftfc.ttJIB#fcH:^> HI4 
tfctHSft&frofc (05 5T)o 
[10601)2 3] NGFae^ft»«LfcF^*aSeYO|IBIIS*»!«tI*3S"rSHGFg 

fi©£M£:in vitroT£ffi« 
^^St>*NGFSS©^^(is Egl0cia^i±ES6ciri/- h £t$Kconfluent 



WO 00/70055 



PCT/JPOO/03194 



-75- 

C mm £ # fcLLC-MK2/F* ^ ttLLC-MK2«lte * ffl ^ T fr o fc • NGF/SeV/ A F, 
NGF/SeV/ A F-GFP (±LLCMK2/F Sfiflgi^ NGF/SeV&tf GFP/SeVliLLC-MK^flSlC 
m.o.i. 0.0n?«»$^ 7.5>tig/mL©Trypsin (GIBCO) £^lfiL?i£^i;&^MEM 
JgJfe"T?3BIHI«#tfeo 3B^(5(SlO0X©«^«tfe^(3> Trypsin&tM?»£ 

, 48,000xg(I"t60^jS't>^> ±Tf(;o^TNGFMao^*St>*in vitroiSttai^ 
£*Tofc 0 *$mm-C&s fk&mSeV (NGF/SeV/AF, NGF/SeV/AF-GFP) (0 5 5 
#JBO %lLC-WL2/mmzm%i$1£'CU%>&, ffi m.o.i. (0J*«l#lMi3) &j£ 

NGFgfiO^S&ELISA KitT*&£NGF Emax Immuno Assay System (Promega) * 
fijfflbfco 7*n h^-MmtfXmommfcft^tzo NGF/SeV/ AF, NGF/SeV/ A 
F-GFP&*HGF/SeV©f§MJ§SJ£#±?i * £tt**l**i 32.4^g/mL, 37.4*/g/mL 
£tf 10.5/zg/mL©NGFgG©#£#«tfg2ft£o NGF/SeV/ AF, NGF/SeV/ A F-GFP 

<D®mmm%m±m * k «m©ngf^ a LNGF/sev©«»tg#± 
^©ngfm e* t mm&-e$> *> ^ F^^ssevt «t ^ r *» h-^scngfo^*** 

NGFSGfcinvitrofSttH^tt* -7 h U ©Mft^fcS^BMSi©^^ 
Jg|fflflS^^^«^T'©*#ilJtrSttSa#(3ffofe (Nerve Growth Factors 

(Wiley, New York), pp.95-109 (1989))o U^lOSt*©- 1 ? h UK J: !>tfc«#S 
flSfelfcOHJU 0.25% Trypsin (GIBCO) -T?37°C 20MIt^H[lfeo 100 units/mL 
©penicillin (Gibco), lOOunits/mL© streptomycin (Gibco), 250ng/mL© 
amphotericin B (Gibco), 20 jll M © 2-deoxyuridine (Nakarai), 20#M©5- 
fluorodeoxyuridine (Nakarai), 2mM L-glutamine (Sigma);&t>*5%©lfitfi£:^t?i§ 
©D-MEMJgffe § mm t > 96-wel 1 "X 1/ - r C lwel 1 & tz 0 #J5000{@ ©*fflli§ 
fggt?Jg#*BM&l/feo7'U- M±polylysin3- r Lfc96-well7 , b- h (Iwaki) 
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£jg£laminin (Sigma) ?D-Ht$ILfe. g|»P>l-o-^* 

-eMM%B&tZ> t&lz, Alaier blue (CosmoBio) £M t 5. h 3 > K U 7tl«fc 
ZmKfemftmtLX (530M?Sj&bfc590M©M»g£iiffl£) £«©£ 
M^frofco 3>hn-;i/ (NGFSifttiREb) SVSeV/^inS-GFP (GFP/SeV) ©$ 
3S«BlBJS#±»©iSEJni (1/1000#R) •CttBS«©4«iaft^'r«*3ME"e*^ 
NGF/SeV/AF, NGF/SeV/AF-GFPS^NGF/SeV©^^^l!aig#±}i^» ( 

i/iooo#r) tzztizx*), mwmft&%®±w%bh£ffl®.B.m<3L 
ftm&'&itMLx^zhmmztitz (05 6) O zvx, ^©fHmisAHj;*) 

£%a*3tU NGF/SeV/AF, NGF/SeV/AF-GFP&tfNGF/SeV©^MSSi£#±?*£: 

»t53hiciD> 4*ia»ffl*iai:«*ft3Sjefl«R* j a***T'*: (057) 

1) Adeno-Cre©moihSl^^P^ 
||^5ito^roOioi*ffioTUX;-MI2/Ft«***Ffia©»3H4»*tfc» 

m^wm&t&^nottQOMSmmm+ntP-itzi* (05 8), 
N 12h, 24h, m&(D%Mm*m'<tztZ5. ^tMmmmmmmzm&<D 

moi=K 3, 10, 30 N lOO^ITOC«»bTBte0^»iefcSfflStol3«* 
bfc#, ioi=103^Cll»nfcB»©*#B»6ft&fr^fc#> Boi=30W±C«c 
SfcBBBStt* 1 ****!*: (15 9). 

2) m<m 

LLC-MK2/FHM LTAdeno-Cre^o T FM a©^m^SI# bt *^7f^S r-lfe^ U 



WO 00/70055 



PCT/JPOO/03194 



-77- 

LLC-MK2/F«^Atl, -BfctgUbfcgL i3«m^§PBST—|I]&&bi:fr?> 
N 3.7%©Formalin-PBST-5#^B£b£o ^©SL PBST«£-Hl&&bf;:^ 
0. 1% Triton X100-PBST«5:9«JI bt N ifiFg £ * ^ * O ;i/ifi#( r -236 )( 100 
«^)^FITC^iij^^1t^IgG^(200^)©Jl^m^MSb-r, 

pbst-^ l t ^ — v-mwM •& & o X mk b £ o 

-£©^5t> 7f^g^T?^tfclfflllS©FMao^M{rMli^^^fc (H6 0) 

o jBUftt;:^ z\,xsemmmvtt£mmz&mmttimifim%$nuip^tzo - 

73,20ttg £T'ifcgtt Lfe^ia^^Jn;^T*«^©F^a©#TO«^P-<fc £ 
z?>s 15ft£T-*#&M#&fro£#, Zti&±MttLtzfflMftlz¥m&<Dm&4b 

mwmm^ntz m6 Do 

[mmm 2 5 ] GFP-CIUtj5iSeV-CIU£:©fflWM& 

2TO©^^t £SCIU (Cell-Infected Unit) ©$!i£ii£lfl£*SMTO£Hi^£ 
o LLC-MK2tt^2xl0 5 cells/dishT"12well-plateKgi£, 24^^g#^^ Jfoi* 
£^£&VNMEMi£«l[I]&&b#:^ SeV/AF-GFP^100^1/wellT*^bfco 15 

M^^^^^MEM^flfe^lml/wellinXx £ e>£24MJg#b£o 
PBS(-)T-3@^Lfc^> iifiS^^^^(^10^-15^SMK 

T-b h>^l ml/wellinx.il*»CI$l»5^^, m>*§£$£i*£(&10#~15 
Ml )oPBS( - )T-100^#i^ b £ £ "9- ^ «fc D M £ ft fcifiSeVtf >J ^ o - ±)V 
mft(DN-l)*300 / al/well*DX> 37°CT«45^^ >^i^- h bfc&s PBS(-)T*3 
Elft&U PBS(-)T-200fg#^bfc^^^^IgG(H+D)^^IS-*taft (Alex™ 
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568: Molecular ProbesttS )£ 300 >ul /welling 3TC-C45#HK h t 

tz o m(-)1:mm^tz'&, mtmmMT (Emission: 560nm, Absorption: 645m 

MMi: tt SeV/AF-GFP £100#l/well-t-*SlfcU5#&> jfirtf£^£fc^MEM 
* 1 ml/welliJD^ **>H24tfn«»au tt«©«fffefTfcrfc*tt*«**« 
«T (Emission: 360nm, Absorption: 470nm7 4 *tt») tGFP^ 

6 2). 

[HMS0I2 6] v;t^*n-->yiM r©ftS¥ 

1) -b^y^^^^X (SeV) ikWf J AcDNA N pSeV18 + ©cDNA©£V A>f©^ < 

-f r fc&Jfifc^©:* * - h > ATGHHRIB*&2' ^tJKOHCiAlfco 

2) tT*t3^tfwSeV^^^-cDNAHv;i/^^d-->^-tJ-^ rffifllfcte^HBJ 

1) ©»£, #A75ShUTIi*-r^ pSeV18 + £Eag ITSftbfclfr (2644bp 
), ClalT'MtfcSfM- (3246bpK ClaI/EcoWC«flsUfc«rfr (5146bp), £tf 
Eco HI-CJSfl3bfc»fr (5010bp) ^^n?tl7i3D-^i^«lt*m 
3;s> K&tfJ*) tBU QIAEXII Gel Extraction System (QIAGENttSO T-0JR • M 
| lfeo Eag IT*ML£»ftt-&LITMUS38 (NEW ENGLAND BIOLABSttJKK Cla IT* 
#HtL£(SrK\ Clal/Eco RIT"MLfc»T>i\ St^Eco RIT'^b bfeWrfrtt 
P BluescriptlIKS+ (STRATAGENEM) H7^->3>U 1*7*Q-->?L 
fee IS^Ti&JIKS&iM h©5fciSs *$A£iiQuickchange Site-Directed 
Mutagenesis kit (STRATAGENEttS?) £®ofc 0 

WHHHRiM r©tt*CttSal I: (Hr>X0) 5' -ggagaagtctcaacaccgtccaccc 
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aagataatcgatcag-3' (KSWf : 3 5), (T>^-fe>^0I) 5' -ctgatcgattatctt 
gggtggacggtgttgagacttctcc-3' (SH^JS^ : 3 6), Nhe I: (-b>*|g) 5'-gtat 
atgtgttcagttgagcttgctgtcggtctaaggc-3' (IE?iJ#-t : 3 7), (7>?-fe>Xii) 
5'-gccttagaccgacagcaagctcaactgaacacatatac-3' (@E?!J#-^- : 3 8), Xho I: ( 
-te>X@k) 5'-caatgaactctctagagaggctggagtcactaaagagttacctgg-3' (iH^!J#^ : 
3 9), (T>^--b>XiI) 5'-ccaggtaactctttagtgactccagcctctctagagagttcattg 
-3' (IE?y#^ : 4 0), £ feftMllf^Afl&NP-P^ : 5'-gtgaaagt 
tcatccaccgatcggctcactcgaggccacacccaaccccaccg-3' (6B#J3|-^ : 4 1), (7>f- 
■b >;*IH) 5' -cggtggggttgggtgtggcctcgagtgagccgatcggtggatgaactttcac-3' (SB 
BIS-^- : 4 2), P-MIB : (-fe>X^) 5' -cttagggtgaaagaaatttcagctagcacggcgcaa 
tggcagatatc-3' (E8I#^:4 3) N (T>^-fe >XtI) 5' -gatatctgccattgcgccg 
tgctagctgaaatttctttcaccctaag-3' (E^OS^ : 4 4 ), M-FS : (t>7i) 5'-c 
ttagggataaagtcccttgtgcgcgcttggttgcaaaactctcccc-3' (S!?y#-^ : 4 5), (T> 
^-b>Xll) 5'-ggggagagttttgcaaccaagcgcgcacaagggactttatccctaag-3' (@2?y# 
: 4 6), F-HNfaj : (-b>^01) 5' -ggtcgcgcggtactttagtcgacacctcaaacaagcaca 
gatcatgg-3' (SB^J«: 4 7), (T>^-fe>Xit) 5' -ccatgatctgtgcttgtttgag 
gtgtcgactaaagtaccgcgcgacc-3' (EEIS^ : 4 8 ), HN-U§ : 5'-ccc 
agggtgaatgggaagggccggccaggtcatggatgggcaggagtcc-3' (iE^'JH^ : 4 9), (7> 
f-fe >*i8) 5' -ggactcctgcccatccatgacctggccggcccttcccattcaccctggg-3' (EBI 

50) ^^n^n^LSitstffl^feo m\&, %ti?n®mxit±mm 

2) Oi^, (-fe>^||) 5'-ggccgcttaattaacggtttaaacgcgcgccaacagtgttgataa 
gaaaaacttagggtgaaagttcatcac-3' (Efll#-5 : 5 1), (7>?-fe>*IS) 5'-ggc 
cgtgatgaactttcaccctaagtttttcttatcaacactgttggcgcgcgtttaaaccgttaattaagc-3' 
(EfllM: 5 2) &£j*U *ft*ft®£fiSDNA£'J>IM:U 85°C 2#, 65 
°C 15#, 37°C 15#, 15#T? 7-- U SeV cDNA^ffi^&fco fcS 
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rna, ££t>* (b) ^ (-) m-Mmuizx^zi-Y^ti^, mmkizm&tzt 

2. (-) fI-*!«RNA#NP*>^«s P*>;^ff, ££?>*L* 

4. (-) ^-«RNA^ ^?>t^jte?^=i-KLT^Ss at^l*^ 

o 
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SeV virions 
LLCMK2 

LLC/F7-trypsin 
LLC/F7+trypsin 
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anti-F 



anti-T7 




1 LLCMK2 

2 LLCMK2/F+ad 3rd 

3 LLCMK2/F-ad 

4 LLCMK2/F+ad 3d 

5 LLCMK2/F+ad 3d/Vac Id 

6 LLCMK2/F+ad 3d/Vac 3d 

anti-F 



7 CV-l/F-ad 

8 CV-l/F-ad 3d 

9 CV-l/F-ad 3d/Vac Id 

10 CV-l/F-ad 3d/Vac 3d 



anti-F 



205 
116 
82 

46 4 
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1 2 3456789 10 11 



1 : LLCMK2 
2: LLCMK2/F+ad 
3 : LLCMK2/F+ad 
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ld/CHX Id 
ld/CHX 3d 



1: CV1 
2: CVl/F+ad 
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4: CVl/F+ad 
5: CVl/F+ad 
6: CVl/F+ad 
7: CVl/F+ad 
8: CVl/F+ad 
9: CVl/F+ad 
10: CVl/F+ad 
11: CVl/F+ad 



Id 
3d 

ld/AraC Id 
ld/AraC 3d 
ld/Vac Id 
ld/Vac 3d 
ld/AraC+Vac Id 
ld/AraC+Vac 3d 
ld/CHX Id 
ld/CHX 3d 
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WtSeV 



dFGFP 



SeV(wt) 
RT(+) RT(-) 




SeV/AF-GFP 
RT(+) RT(-) 




1: +18-NP, +I8N0UIM h©#*E0itB 

2: M-GFP, GFP«fir3P*<F«fi^^t*«tt©WE©«B 

3: Fgene, F3t^?©#ffiO*B 
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01 3 



,1 ,F gene 



L > SeV (wt) 



2.M/GFP 



L > AFGFP 



Primer 
Set 



AFGFP F/AFGFP GFP/SeV SeV (wt) 
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cntrl/a c-kit - 
GFP-wtSeV/a c-kit + 



GFP-wtSeV/a c-kit - 



GFP-dFSeV/a c-kit + 



GFP-dFSeV/a c-kit - 




cntrl/a c-kit + - 
cntrl/a c-kit 
GFP-wtSeV/a c-kit + - 
GFP-wtSeV/a c-kit - - 
GFP-dFSeV/a c-kit + - 
GFP-dFSeV/a c-kit 



T" 
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□ PE+/GFP- 
H PE+/GFP+ 
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M PE+/GFP+ 



LO 
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Trypsin C - 



LLC-MK2 LLC-MK2/F7 
~~~+ C 



B 




+ 
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Dilution 
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16 
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16: HAMttQftgttClane 12)8W»W»CS»Bb& (P2) 
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DESCRIPTION 
PARAMYXOVIRUS -DERIVED RNP 

5 Technical Field 

The present invention relates to par amyxovi r us -de r i ved 
ribonucleoprotein complex and the utilization thereof. 

Background Art 

10 Paramyxovirus is a virus comprising negative-strand RNA as the 

genome. Negative-strand RNA viral vectors have several 
characteristics : significantly different from retroviruses, DNA 
viruses or positive-strand RNA virus vectors . Genomes or antigenomes 
of negative-strand RNA viruses do not directly function as mRNA, so 

15 they cannot initiate the synthesis of viral proteins and genome 
replication. Both RNA genome and antigenome of these viruses always 
exist in the form of a ribonucleoprotein complex (RNP) , so they hardly 
cause problems caused by antisense strands, such as interfering with 
the assembly of genome to RNP due to mRNA hybridizing with naked genomic 

20 RNA, as in the case of positive strand RNA viruses. These viruses 
comprise their own RNA polymerases, performing the transcription of 
viral mRNAs or replication of viral genomes using RNP complex as the 
template. Worthy of mentioning is that negative-strand RNA (nsRNA) 
viruses proliferate only in the cytoplasm of host cells, causing no 

25 integration thereof into chromosomes, because they do not go through 
a DNA phase. Furthermore, no homologous recombination among RNAs has 
been recognized. These properties are considered to contribute a 
great deal to the stability and safety of negative-strand RNA viruses 
as gene expressing vectors. 

30 Among negative-strand RNA viruses, present inventors have been 

focusing their attention on the Sendai virus (SeV) . Sendai virus is 
a non-segmented type negative-strand RNA virus belonging to the genus 
Paramyxovirus , and is a type of murine parainfluenza virus . This virus 
has been said to be non-pathogenic towards humans. In addition, an 

35 attenuated laboratory strain (Z strain) of Sendai virus has been 
isolated, which only induces mild pneumonia in rodents, the natural 
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hosts (J. General Virology (1997) 78, 3207-3215). This strain has 
been widely used as a research model for molecular level studies of 
the transcription-replication mechanism of paramyxoviruses. Sendai 
virus attaches to the host cell membrane and cause membrane fusion 
5 via its two envelope glycoproteins, hemagglutinin-neuraminidase (HN) 
and fusion protein (F), and efficiently releases its own RNA polymerase 
and RNA genome existing in the form of ribonucleoprotein complex (RNP) 
into the cytoplasm of host cells to carry out transcription of viral 
mRNA and genome replication therein (Bitzer, M. et . al., J. Virol. 

10 71(7): 5481-5486, 1997). 

Present inventors have hitherto developed a method for 
recovering infectious Sendai virus particles from cDNA corresponding 
to Sendai virus genome.. In this method, for example, after infecting 
LLC-MK2 cells with' vaccinia' virus 'encoding T7 RNA polymerase, the 

15 cells are further transfected simultaneously with three plasmids 
encoding the antigenome of Sendai virus under the control of T7 
promoter, the nucleoprotein (NP) of Sendai virus and the RNA polymerase 
proteins (P and L) , respectively, to form antigenomic 
ribonucleoprotein complexes (RNPs) as intermediates of viral genome 

20 replication in the cells, and then replicate biologically active 
(functional) genomic RNPs capable of initiating viral protein 
transcription and virus particle assembly. When recovering the 
wild-type Sendai virus, these functional genomic RNPs are injected 
into chorioallantoic sac of chicken eggs together with reconstituted 

25 cells to perform virion multiplication (Kato, A. et al . , Genes cells 
1, 569-579 (1996) ) . 

However, Sendai virus has been known to incorporate host cell 
proteins thereto during virion formation (J. Biol. Chem. (1997) 272, 
16578-16584), and such incorporated proteins maybe possible causes 

30 of antigenicity and cytotoxicity when transferred to target cells. 

In this regard, in spite of the obvious need existing for the 
use of RNP as vectors without utilizing Sendai virus particles, there 
has been no report on such a utilization. 

35 Disclosure of the Invention 

An objective of the present invention is to isolate an RNP 
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deriving from a virus belonging to the family Paramyxoviridae, and 
to provide the utilization thereof as a vector. In a preferred 
embodiment, vectors comprising a complex of RNP with a cationic 
compound are provided. 
5 The present inventors have prepared RNPs from Sendai virus 

belonging to the family Paramyxoviridae and investigated their use 
as a vector. 

Specifically, first, the present inventors prepared a Sendai 
virus genomic cDNA deficient in the gene for the F protein, which 

10 is one of the envelope proteins of the virus, so as not to produce 
wild-type Sendai viruses in target cells, and further constructed 
a vector to express the cDNA in cells (GFP gene is inserted into the 
vector as a reporter ^t ..the F gene-deficient site) . The vector thus 
prepared was transferred, to. .cells expressing proteins required for 

15 RNP formation to produce an RNP comprising an F gene-deficient genome. 
Then, the RNP was removed from the cells by repeating cycles of freezing 
and thawing of the cells, mixed with a cationic lipofection reagent, 
and transferred to F gene-expressing cells. As a result, the 
expression of GFP as a reporter was detected in the cells to which 

20 RNP was transfected. 

Namely, present inventors succeeded not only in preparing 
functional RNP from Sendai virus, but also found a possibility to 
express a foreign gene comprised in RNP, even when this RNP is 
transferred to target cells utilizing, for example, a gene transfer 

25 reagent such as a cationic liposome, in stead of just infecting the 
RNP to cells as' a constituting element of Sendai virus, and thus 
accomplished this invention. 

Namely, this invention relates to paramyxovirus-derived RNP and 
the utilization thereof as a vector, more specifically to: 

30 (1) a complex comprising (a) a negative-strand single-stranded RNA 
derived from a paramyxovirus, wherein said RNA is modified so as not 
express at least one of the envelope proteins of Paramyxoviridae 
viruses, and (b) a protein encoded by and binding to said 
negative- strand single-stranded RNA; 

35 (2) a complex according to (1), wherein said negative-strand 
single-stranded RNA is modified so as to express NP, P and L proteins, 
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but not F, HN or M proteins, or any combination thereof; 

(3) a complex according to (1) or (2), wherein said negative-strand 
single-stranded RNA derives from the Sendai virus; 

(4) a complex according to any of (1) through (3), wherein said 
5 negative-strand single-stranded RNA further encodes a foreign gene; 

(5) a composition for gene transfer, comprising a complex according 
to (4) and a cationic lipid; 

(6) a composition for gene transfer, comprising a complex according 
to (4) and a cationic polymer; and, 

10 (7) a method for expressing a foreign gene in a cell, comprising the 
step of introducing the composition for gene transfer according to 
(5) or (6) into a cell. 

"NP, P, M, F, HN and L genes' 7 of viruses belonging to the family 
Paramyxoviridae refer to genes. encoding nucleocapsid, phospho, matrix, 
15 fusion, hemagglutinin-neuraminidase and large proteins, respectively. 
Respective genes of viruses belonging to subfamilies of the family 
Paramyxoviridae are represented in general as follows. NP gene is 
generally described also as the "N gene". 

Genus N P/C/V M F HN - L 

Respirovirus 

Genus N P/V M F HN (SH) L 

Rubullavirus 

Genus N P/C/V M F H - L 

Morbi Hi virus 

Database accession numbers for nucleotide sequences of genes 
20 of the Sendai virus classified into Respirovirus of the family 
Paramyxoviridae are, M29343, M30202, M30203, M30204, M51331, M55565, 
M69046 and X17218 for NP gene, M30202, M30203, M30204, M55565, M69046, 
X00583, X17007 and X17008 for P gene, D11446, K02742, M30202, M30203, 
M30204, M69046, U31956, X00584 and X53056 for M gene, D00152, D11446, 
25 D17334, D17335, M30202, M30203, M30204, M69046, X00152 and X02131 
for F gene, D26475, M12397, M30202, M30203, M30204, M69046, X00586, 
X02808 and X56131 for HN gene, and D00053, M30202, M30203, M30204, 
M69040, X00587 and X58886 for L gene. 

The present invention relates to a ribonucleoprotein complex 
30 (RNP) derived from viruses belonging to the family Paramyxoviridae 
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deficient in any of the envelope genes* The complex is modified so 
as not to produce the virus having the envelope protein in target 
cells in the absence of the envelope protein. That is, RNP according 
to this invention comprises (a) a negative-strand single-stranded 
5 RNA originating in paramyxovirus modified so as not to express at 
least one of envelope proteins of Paramyxoviridae viruses (b) a protein 
encoded by and binding to said negative-strand single-stranded RNA. 

Proteins capable of binding to a negative-strand 

10 single-stranded RNA refer to proteins binding directly and/or 
indirectly to the negative-strand 'single-stranded RNA to form an RNP 
complex with the negative-strand single-stranded RNA. In general, 
negative-strand single-stranded RNA (genomic RNA) of paramyxovirus 
is bound to NP, P and L proteins. RNA contained in this RNP serves 

15 as the template for transcription and replication of RNA (Lamb, R. 
A., and D. Kolakofsky, 1996, Paramyxoviridae : The viruses and their 
replication, pp. 1177-1204. In Fields Virology, 3 rd edn. Fields, B. 
N. , D. M. Knipe, and P. M. Howley et al. (ed. ) , Raven Press, New York, 
N. Y.). Complexes of this invention include those comprising 

20 negative-strand single-stranded RNAs originating in paramyxovirus 
and proteins also originating in paramyxovirus which bind to the RNAs. 
Complexes of this invention are RNP complexes comprising, for example, 
negative-strand single-stranded RNA to which these proteins (NP, P 
and L proteins) are bound. In general, RNP complexes of paramyxovirus 

25 are capable of autonomously self -replicating in host cells. Thus, 
RNPs transferred to cells intracellularly proliferate to increase 
the copy number of the gene (RNA contained in RNP complex) , thereby 
leading to a high level expression of a foreign gene from RNP carrying 
the foreign gene. Vectors of this invention are preferably those 

30 capable of replicating RNA comprised in complexes (RNP) in transf ected 
cells . 

The origin of RNP complexes of this invention is not limited 
as long as it is a virus of family Paramyxoviridae, but Sendai virus 
belonging to the genus Paramyxovirus is especially preferred. 
35 Besides Sendai virus, RNPs of this invention may derive from the 
measles virus, simian parainfluenza virus (SV5) and human 
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parainfluenza virus type 3, but the origin is not limited thereto. 

Negative-strancl single-stranded RNAs contained in RNPs of this 
invention are constructed so as to suppress the expression of at least 
one of the envelope proteins of Paramyxoviridae viruses. Examples 
5 of envelope proteins the expressions of which are suppressed are, 
F protein, HN protein, or M protein, or any combination thereof, 
negative-strand single-stranded RNAs are constructed so as to 
express NP, P and L proteins that are required for the formation of 
RNPs. negative-strand single-stranded RNAs contained in RNPs of 

10 this invention may be, modified,- vf or example, so as to express NP, 
P and L proteins, but not F and/or HN proteins. 

In the case of Sendai virus (SeV) , the genome of the natural 
virus is approximately 15, 000 nucleotides in size, and the 
negative-strand comprises six genes encoding NP (nucleocapsid) , P 

15 (phospho) , M (matrix), F (fusion), HN (hemagglutinin- neuraminidase) 
and L (large) proteins lined in a row following the 3' -short leader 
region, and a short 5' -trailer region on the other end. In this 
invention, this genome can be modified so as not to express envelope 
proteins by designing a genome deficient in any of F, HN and M genes, 

20 or any combination thereof. Deficiency in either F gene or HN gene, 
or both is preferred. Since these proteins are unnecessary for the 
formation of RNP, RNPs of this invention can be manufactured by 
transcribing this genomic RNA (either positive or negative-strand ) 
in the presence of NP, P and L proteins . RNP formation can be performed, 

25 for example, in LLC-MK2 cells, or the like. NP, P and L proteins can 
be supplied by introducing to cells expression vectors carrying the 
respective genes for these proteins (cf . examples) . Each gene may 
be also incorporated into chromosomes of host cells. NP, P and L genes 
to be expressed for the formation of RNP need not be completely 

30 identical to those genes encoded in the genome contained in RNP. That 
is, amino acid sequences of proteins encoded by these genes may not 
be identical to those of proteins encoded by RNP genome, as long as 
they can bind to the genomic RNA and are capable of replicating RNP 
in cells, and may have mutations or may be replaced with a homologous 

35 gene from other viruses. Once an RNP is formed, NP, P and L genes 
are expressed from this RNP to autonomously replicate RNP in the cells . 
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To reconstitute and amplify an RNP in cells, the RNP is either 
transferred to cells (helper cells) expressing envelope proteins 
whose expression is suppressed by modifying negative-strand 
single-stranded RNA contained in the RNP, or the RNP can be 
5 reconstituted in these cells. For example, to amplify RNP from 
negative-strand single-stranded RNA which has been modified so as 
not to express F gene, F protein is arranged to be expressed together 
with NP, P and L proteins in the cells. Thus, a viral vector retaining 
envelope proteins is constructed,, and amplified via its infection 

10 to helper cells r 1 ' ' 

In addition, it is also possible to use envelope proteins 
different from that whose expression was suppressed by modifying 
negative-strand single-stranded RNA. There is no particular 
limitation on the type of such envelope proteins. One example of other 

15 viral envelope proteins is the G protein (VSV-G) of vesicular 
stomatitis virus (VSV) . RNP complexes of this invention can be 
amplified, for example, using cells expressing the G protein (VSV-G) 
of VSV. 

Complexes of this invention can be usually prepared by (a) 

20 introducing a vector DNA encoding paramyxovirus-derived 
negative-strand single-stranded RNA that has been modified so as not 
to express at least one of the viral envelope proteins of 
Paramyxoviridae viruses, or a complementary strand of said RNA, into 
cells (helper cells) expressing envelope proteins to express the RNAs , 

25 and (b) culturing the cells to recover RNP complexes from the culture 
supernatant or cell extracts. By coexpressing NP, L and P proteins 
at the time of vector DNA expression, RNPs are formed and a virus 
having envelope proteins is constructed. 

Vector DNA to be expressed in helper cells encodes 

30 negative-strand single-stranded RNA (negative-strand ) or 
complementary strand thereof (positive strand) contained in complexes 
of this invention. Although the strand to be transcribed inside cells 
may be either positive or negative-strand , it is preferable to arrange 
so as to transcribe the positive strand for the improvement of complex 

35 reconstitution efficiency. For example, DNA encoding 

negative-strand single-stranded RNA or complementary strand thereof 
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is linked downstream of T7 promoter to be transcribed to RNA by T7 
RNA polymerase. 

For example, a virus comprising RNP complex can be reconstituted 
by transf ecting a plasmid expressing a recombinant Sendai virus genome 
5 deficient in envelope genes into host cells, together with a vector 
expressing the deficient envelope protein and NP, P/C and L protein 
expression vectors. Alternatively, RNP complex can be manufactured 
using, for example, host cells incorporated with F gene into 
chromosomes thereof. Amino acid sequences of these protein groups 

10 supplied from outside the viral genome need not be identical to those 
deriving from the virus. As long as these proteins are equally active 
to or more actiye^than natural type proteins in transferring nucleic 
acids into cells, genes encoding these proteins may be modified by 
introducing a mutation or replacing with homologous genes from other 

15 viruses. Since, in general, it has been known that long-term culture 
of host cells is sometimes difficult because of cytotoxicity and cell 
shape-altering activity of envelope proteins, they may be arranged 
to be expressed only when the vector is reconstituted under the control 
of an inducible promoter (cf . examples) . 

20 Once RNP or virus comprising RNP is formed, complexes of this 

invention can be amplified by introducing this RNP or virus again 
into the aforementioned helper cells and culturing them. This process 
comprises the steps of (a) introducing either the complex of this 
invention or viral vector comprising the complex to cells expressing 

25 envelope proteins, and (b) culturing the cells and recovering virus 
particles from the culture supernatant or cell extracts. 

RNP may be introduced to cells as a complex formed together with, 
for example, lipof ectamine and polycationic liposome. Specifically, 
a variety of transfection reagents can be utilized. Examples thereof 

30 are DOTMA (Boehringer) , Superfect (QIAGEN #301305), DOTAP, DOPE, 
DOSPER (Boehringer #1811169), etc. Chloroquine may be added to 
prevent RNP from decomposition in endosomes (Calos, M. P., 1983, Proc. 
Natl. Acad. Sci. USA 80: 3015). 

Once a viral vector is thus constructed in host cells, complexes 

35 of this invention or viral vector comprising the complexes can be 
further amplified by coculturing these cells with cells expressing 
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envelope proteins. As described in Example 12 , a preferable example 
is the method of overlaying cells expressing envelope proteins on 
virus producing cells. 

Complexes of this invention, for example, may comprise a viral 
5 gene encoded in RNA in the complex that has been modified to reduce 
the antigenicity or enhance the RNA transcription and replication 
efficiency. 

Complexes of this invention may include RNA encoding a foreign 
gene in their negative-strand single-stranded RNA. Any gene desired 

10 to be expressed in target cells may be used as the foreign gene. For 
example, when gene therapy is intended, a gene for treating an 
objective disease is inserted -'^into' the vector DNA encoding RNA 
contained in complexes. In the case where a foreign gene is inserted 
into the vector DNA, for example, Sendai virus vector DNA, it is 

15 preferable, to insert a sequence comprising a nucleotide number of 
a multiple of six between the transcription termination sequence (E) 
and transcription initiation sequence (S) , etc. ( Journal of Virology , 
Vol. 67, No. 8, 1993, p . 4822-4830) . The foreign gene may be inserted 
before or after each of the viral genes (NP, P, M, F, HN and L genes) 

20 (cf . examples) . E-I-S sequence (transcription initiation 

sequence- intervening sequence-transcription termination sequence) 
or portion thereof is appropriately inserted before or after a foreign 
gene so as not to interfere with the expression of genes before or 
after the foreign gene. Expression level of the inserted foreign gene 

25 can be regulated by the type of transcription initiation sequence 
added upstream of the foreign gene, as well as the site of gene insertion 
and nucleotide sequences before and after the gene. For example, in 
Sendai virus, the nearer the insertion site is to the 3' -end of 
negative-strand RNA (in the gene arrangement on the wild type viral 

30 genome, the nearer to NP gene) , the higher the expression level of 
the inserted gene is. To secure a high expression level of a foreign 
gene, it is preferable to insert the foreign gene upstream of NP gene 
(the 3' -side in negative-strand ) or between NP and P genes. 
Conversely, the nearer the insertion position is to the 5' -end of 

35 negative-strand RNA (in the gene arrangement on the wild type viral 
genome, the nearer to L gene) , the lower the expression level of the 
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inserted gene is. To suppress the expression of a foreign gene to 
a low level, the foreign gene is inserted, for example, to the far 
most 5' -side of the negative-strand , that is, downstream of L gene 
in the wild type viral genome (the 5' -side adjacent to L gene in 
5 negative-strand ) or upstream of L gene (the 3' -side adjacent to L 
gene in negative-strand ) . To facilitate the insertion of a foreign 
gene, a cloning site may be designed at the inserting position. 
Cloning site can be arranged to be, for example, the recognition 
sequence for restriction, enzymes*. : Foreign gene fragments can be 

10 inserted into the restriction enzyme site in the vector DNA encoding 
the genome. Cloning site may be arranged to be a so-called 
multi-cloning site comprising a plurality of restriction enzyme 
recognition sequences. RNA genome in complexes of this invention may 
harbor at the insertion sites foreign genes other than those described 

15 above. 

Viral vectors comprising RNP complex derived from recombinant 
Sendai virus carrying a foreign gene can be constructed as follows 
according to, for example, the description in "Kato, A. et al., 1997, 
EMBO J. 16: 57 8-58 7" and "Yu, D. et al. , 1997, Genes Cells 2: 4 57-4 66" . 

20 First, a DNA sample comprising the cDNA nucleotide sequence of 

a desired foreign gene is prepared. It is preferable that the DNA 
sample can be electrophoretically identified as a single plasmid at 
concentrations of 25 ng/jxl or more. Below, a case where a foreign 
gene is inserted to DNA encoding viral genome utilizing NotI site 

25 will be described as an example. When NotI recognition site is 
included in the objective cDNA nucleotide sequence, it is preferable 
to delete the NotI site beforehand by modifying the nucleotide sequence 
using site-specific mutagenesis and such method so as not to alter 
the amino acid sequence encoded by the cDNA. From this DNA sample, 

30 the desired gene fragment is amplified and recovered by PCR. To have 
NotI sites on the both ends of amplified DNA fragment and further 
add a copy of transcription termination sequence (E) , intervening 
sequence (I) and transcription initiation sequence (S) (EIS sequence) 
of Sendai virus to one end, a forward side synthetic DNA sequence 

35 and reverse side synthetic DNA sequence (antisense strand) are 
prepared as a pair of primers containing NotI restriction enzyme 
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cleavage site sequence, transcription termination sequence (E) , 
intervening sequence (I), transcription initiation sequence (S) and 
a partial sequence of the objective gene. 

For example, to secure cleavage by NotI, the forward side 
5 synthetic DNA sequence is arranged in a form in which any two or more 
nucleotides (preferably 4 nucleotides excluding GCG and GCC, 
sequences originating in NotI recognition site, more preferably ACTT ) 
are -selected on the 5' -side of the synthetic DNA, NotI recognition 
site "gcggccgc" is added to its 3' -side, and to the 3' -side thereof, 

10 any desired 9 nucleotides or nucleotides of 9 plus a multiple of 6 
nucleotides .are., added as ; the = ;spacer sequence, and to the 3' -side 
thereof, about 25 nucleotide-equivalent ORF including the initiation 
codon ATG of the desired cDNA is added. It is preferable to select 
about 25 nucleotides from the desired cDNA as the forward side 

15 synthetic DNA sequence so as to have G or C as the final nucleotide 
on its 3' -end. 

In the reverse side synthetic DNA sequence, any two or more 
nucleotides (preferably 4 nucleotides excluding GCG and GCC, 
sequences originating in the NotI recognition site, more preferably 

20 ACTT) are selected from the 5' -side of the synthetic DNA, ~NotI 
recognition site "gcggccgc" is added to its 3' -side, and to its further 
3' -side, an oligo DNA is added as the insertion fragment to adjust 
the length. This oligo DNA is designed so that the total nucleotide 
number including the NotI recognition site "gcggccgc", complementary 

25 sequence of cDNA and EIS nucleotide sequence of Sendai virus genome 
originating in the virus described below becomes a multiple of six 
(so-called "rule of six"; Kolakofski, D. et al. , J. Virol. 72: 891-899, 
1998). Further to the 3' -side of inserted fragment, a sequence 
complementary to S sequence of Sendai virus, preferably 

30 5' -CTTTCACCCT-3' , I sequence, preferably 5'-AAG-3', and a sequence 
complementary to E sequence, preferably 5' -TTTTTCTTACTACGG-3' , is 
added, and further to the 3' -side thereof, about 25 
nucleotide-equivalent complementary sequence counted in the reverse 
direction from the termination codon of the desired cDNA sequence 

35 the length of which is adjusted to have G or C as the final nucleotide, 
is selected and added as the 3' -end of the reverse side synthetic 
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DNA. 

PCR can be done according to the usual method with, for example, 
ExTaq polymerase (Takara Shuzo) . Preferably, PCR is performed using 
Vent polymerase (NEB) , and desired fragments thus amplified are 
5 digested with NotI, then inserted to NotI site of the plasmid vector 
pBluescript. Nucleotide sequences of PCR products thus obtained are 
confirmed with a sequencer to select a plasmid having the right 
sequence. The inserted fragment is excised from the plasmid using 
NotI, and cloned to the NotI site of the plasmid carrying the genomic 

10 cDNA deficient in envelope genes . Alternatively, it is also possible 
to obtain the recombinant 'Seridai virus cDNA by directly inserting 
the fragment to the NotI site without the mediation of the plasmid 
vector pBluescript. 

It is also possible to transcribe a vector DNA encoding the virus 

15 genome in test tubes or cells, reconstitute RNP with viral L, P and 
NP proteins, and produce the virus vector comprising this RNP. 
Reconstitution of virus from the vector DNA can be carried out 
according to methods known in the art using cells expressing envelope 
proteins (W097/16539 and 97/16538 : Durbin, A. P. et al. , 1997, Virology 

20 235: 323-332; Whelan, S. P. et al., 1995, Proc. Natl. Acad. Sci. USA 
92: 8388-8392; Schnell, M . J. et al., 1994, EMBO J. 13: 4195-4203; 
Radecke, F. et al., 1995, EMBO J. 14: 5773-5784; Lawson, N. D. et 
al., Proc. Natl. Acad. Sci. USA 92: 4477-4481; Garcin, D. et al., 
1995, EMBO J. 14: 6087-6094; Kato, A. et al . , 1996, Genes Cells 1: 

25 569-579; Baron, M. D. and Barrett, T . , 1997, J. Virol. 71: 1265-1271; 
Bridgen, A. and Elliott, R. M., 1996, Proc. Natl. Acad. Sci. USA 93: 
15400-15404 ) . When a viral vector DNA is made deficient in F, HN and/or 
M genes, infectious virus particles are not formed with such a 
defective vector. However, it is possible to form infectious virus 

30 particles and amplify the virus comprising the complex by separately 
transferring these deficient genes, genes encoding other viral 
envelope proteins and such to host cells and expressing them therein. 

Methods for transferring vector DNA into cells include the 
following: 1) the method of preparing DNA precipitates that can be 

35 be taken up by objective cells; 2) the method of preparing a DNA 
comprising complex which is suitable for being taken up by objective 
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cells and which is also not very cytotoxic and has a positive charge, 
and 3) the method of instantaneously boring on the objective cellular 
membrane pores wide enough to allow DNA molecules to pass through 
by electric pulse. 
5 In Method 2 ) , a variety of transf ection reagents can be utilized, 

examples being DOTMA (Boehringer) , Superfect (QIAGEN #301305 ) , DOTAP, 
DOPE, DOSPER (Boehringer #1811169), etc. An example of Method 1) is 
a transfection method using calcium phosphate, in which DNA that 
entered cells are incorporated into phagosomes, and a sufficient 

10 amount is incorporated into the.'nuclei as well (Graham, F. L. and Van 
Der Eb, J. , 1973, Virology 52: 456; Wigler, M. and Silverstein, S., 
1977, Cell 11: 223). Chen and Okayama have investigated the 
optimization of the transfer technique, reporting that optimal DNA 
precipitates can be obtained under the conditions where 1) cells are 

15 incubated with DNA in an atmosphere of 2 to 4% C0 2 at 35 °C for 15 to 
24 h, 2) cyclic DNA with a higher precipitate-forming activity than 
when linear DNA is used, and 3) DNA concentration in the precipitate 
mixture is 20 to 30 |ag/ml (Chen, C. and Okayama, H., 1987, Mol. Cell. 
Biol. 7: 2745) . Method 2) is suitable for a transient transfection. 

20 An oldmethod is known in the art in which a DEAE-dextran (Sigma #D-9885, 
M.W. 5 x 10 5 ) mixture is prepared in a desired DNA concentration ratio 
to perform the transfection. Since most of the complexes are 
decomposed inside endosomes, chloroquine may be added to enhance 
transfection effects (Calos, M. P., 1983, Proc. Natl. Acad. Sci . USA 

25 80: 3015) . Method 3) is referred to as electroporation, and is more 
versatile compared to methods 1) and 2) because it doesn't have cell 
selectivity. Method 3) is said to be efficient under optimal 
conditions for pulse electric current duration, pulse shape, electric 
field potency (gap between electrodes, voltage) , conductivity of 

30 buffers, DNA concentration, and cell density. 

Among the above-described three categories, transfection 
reagents (method 2)) are suitable in this invention, because method 
2) is easily operable, and facilitates the examining of many test 
samples using a large amount of cells. Preferably, Superfect 

35 Transfection Reagent (QIAGEN, Cat. No. 301305) or DOSPER Liposomal 
Transfection Reagent (Boehringer Mannheim, Cat. No. 1811169) is used. 
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Specifically, the reconstitut ion of the viral vector from cDNA 
can be performed as follows. 

Simian kidney-derived LLC-MK2 cells are cultured in 24-well to 
6-well plastic culture plates or 100 mm diameter culture dish using 
5 a minimum essential medium (MEM) containing 10% fetal calf serum (FCS) 
and antibiotics (100 units/ml penicillin G and 100 j-ig/ml streptomycin) 
to 70 to 80% confluency, and infected, for example, with recombinant 
vaccinia virus vTF7-3 expressing T7 polymerase at 2 PFU/cell. This 
virus has been inactivated by a UV irradiation treatment for 20 min 

10 in the presence of 1 jag/ml psoralen (Fuerst, T . R. et al. , Proc, Natl. 
Acad. Sci. USA 83: 8122-8126, 1986; Kato, A. et al . , Genes Cells 1: 
569-579, 1996) . Amount of psoralen added and UV irradiation time can 
be appropriately adjusted.- One houx'after the infection, the cells 
are transfected with 2 to 60 |ng, more preferably 3 to 5 jug, of the 

15 above-described recombinant Sendai virus cDNA by the lipofection 
method and such using plasmids (24 to 0.5 (ig of pGEM-N, 12 to 0.25 
p,g of pGEM-P and 24 to 0.5 [ig of pGEM-L, more preferably 1 jag of pGEM-N, 
0.5 ^ig of pGEM-P and 1 jig of pGEM-L) (Kato, A. et al., Genes Cells 
1: 569-579, 1996) expressing trans-acting viral proteins required 

20 for the production of full-length Sendai viral genome together with 
Superfect (QIAGEN) . The transfected cells are cultured in a 
serum-free MEM containing 100 fig/ml each of rifampicin (Sigma) and 
cytosine arabinoside (AraC) if desired, more preferably only 
containing 40 jxg/ml of cytosine arabinoside (AraC) (Sigma) , and 

25 concentrations of reagents are set at optima so as to minimize 
cytotoxicity due to the vaccinia virus and maximize the recovery rate 
of the virus (Kato, A. et al., 1996, Genes Cells 1, 569-579). After 
culturing for about 48 to 72 h following the transf ection, the cells 
are recovered, disrupted by repeating three cycles of freezing and 

30 thawing, transfected to LLC-MK2 cells expressing envelope proteins, 
and cultured. After culturing the cells for 3 to 7 days, the culture 
solution is collected. Alternatively, infectious virus vectors can 
be obtained more efficiently by transfecting LLC-MK2 cells already 
expressing envelope proteins with plasmids expressing NP, L and P 

35 proteins, or transfecting together with an envelope-expressing 
plasmid. Viral vectors can be amplified by culturing these cells 
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overlaid on LLC-MK2 cells expressing envelope proteins (cf . examples) . 
Virus titer contained in the culture supernatant can be determined 
by measuring the hemagglutination activity (HA) , which can be assayed 
by "endo-point dilution method" (Kato, A. et al . , 1996, Genes Cells 
5 1, 569-579) . Virus stock thus obtained can be stored at -80°C. 

The type of host cells used for virus reconstitution is not 
particularly limited, so long as RNP complex or viral vector can be 
reconstituted therein. For example, in the reconstitution of Sendai 
virus vector or RNP complex, culture cells such as simian 

10 kidney-derived CV-I cells and LLOMK2 cells, hamster kidney-derived 
BHK cells, and so on can be "used 1 .:: .Infectious virus particles having 
the envelope can be also obtained by expressing appropriate envelope 
proteins in these cells. To obtain Sendai virus vector in a large 
quantity, the virus can be amplified, for example, by inoculating 

15 RNP or virus vector obtained from the above-described host cells into 
embryonated chicken eggs together with vectors expressing envelope 
genes . Alternatively, viral vectors can be produced using transgenic 
chicken eggs incorporated with envelope protein genes. Methods for 
manufacturing viral fluid using chicken eggs have been already 

20 developed (Nakanishi, et al. (eds.) , 1993, "Shinkei-kagaku Kenkyu-no 
Sentan-gi j utu Protocol III (High Technology Protocol III of 
Neuroscience Research) , Molecular Neurocyte Physiology, Koseisha, 
Osaka, pp. 153-172). Specifically, for example, fertilized eggs are 
placed in an incubator and incubated for 9 to 12 days at 37 to 38 °C 

25 to grow embryos. Sendai virus vector or RNP complex is inoculated 
together with vectors expressing envelope proteins into 
chorioallantoic cavity of eggs, and cultured for several days to 
proliferate the virus. Conditions such as culture duration may be 
varied depending on the type of recombinant Sendai virus used. 

30 Subsequently, chorioallantoic fluid comprising the virus is recovered. 
Separation and purification of Sendai virus vector can be performed 
according to the standard methods (Tashiro, M. , "Virus Experiment 
Protocols'', Nagai and Ishihama (eds.), Medicalview, pp. 68-73 
(1995) ) . 

35 As a vector to express envelope proteins, complexes of this 

invention or viral vectors themselves comprising complexes of this 
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invention may be used. For example, when two types of RNP complexes 
in which the envelope gene deficient from the viral genome is different 
are transferred to the same cell, the envelope protein deficient in 
one RNP complex is supplied by the expression of the other complex 
5 to complement each other, thereby leading to the formation of 
infectious virus particles and activation of replication cycle to 
amplify the virus. That is, when two or more types of RNP complexes 
of this invention or viral vectors comprising these complexes are 
inoculated to cells in combinations so as to complement each other's 

10 envelope proteins, mixtures of viral vectors deficient in respective 
envelope proteins can be produced on a large scale and at a low cost. 
Mixed viruses thus produced are useful for the production of vaccines 
and such. Due to the deficiency of envelope genes, these viruses have 
a smaller genome size compared to the complete virus, so they can 

15 harbor a long foreign gene. Also, since these originally 
non-infectious viruses are extracellularly diluted, and its difficult 
to retain their coinfection, they become sterile, which is 
advantageous in managing their release to the environment. 

Preparation of RNP of this invention from a virus can be carried 

20 out, for example, using the ultracentrif ugation method as follows. 
Triton X-100 is added to a filtration fluid comprising virus particles 
to make the final concentration 0.5%, and the mixture is allowed to 
stand at room temperature for 10 to 15 min. The supernatant thus 
obtained is layered on a 10 to 40% sucrose density gradient, and 

25 centrifuged at 20, 000 to 30, 000 rpm for 30 min to recover 
RNP-comprising fractions . 

Alternatively, the virus is dissolved in a mixture containing 
0.6% NP40, 1% sodium deoxycholate, 1 M KC1, 10 mM (5-mercaptoethanol, 
10 mM Tris-HCl (pH 7.4) and 5 mM EDTA (final concentrations), allowed 

30 to stand at 20°C for 20 min, and then centrifuged at 11, 000 x g for 
20 min. Supernatant comprising RNP is layered on 50% glycerol 
comprising 0.2% NP40, 30 mM NaCl, 10 mM Tris-HCl and 1 mM EDTA, and 
centrifuged at 39,000 rpm for 2 h at 4°C to recover precipitates. 
RNP complex contained in the precipitates can be purified by dispersing 

35 the precipitates again in a solution containing 0.5% Triton X-100, 
layering the dispersion on a 10 to 40% sucrose density gradient, and 
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centrifuging it at 20, 000 to 30, 000 rpm for 30 min to recover a single 

band containing a highly purified RNP. 

Complexes of this invention can be appropriately diluted, for 

example, with physiological saline and phosphate-buffered 
5 physiological saline (PBS) to prepare a composition. When complexes 

of this invention are proliferated in chicken eggs and such, the 

composition can include chorioallantoic fluid. Compositions 

comprising complexes of this invention may contain physiologically 

acceptable media such as deionized water, 5% dextrose aqueous solution, 
10 and so on, f and,, furthermore, oth'er stabilizers and antibiotics may 

also be contained. 

Once RNP-comprising RNA inserted with a foreign gene is prepared, 

it can be transferred to target- cells using gene transfer reagents. 

As gene transfer reagents, cationic lipids or cationic polymers are 
15 preferred. 

Cationic lipids include compounds represented by Formula (I) 
in Published Japanese Translation of International Publication No. 
Hei 5-508626. Preferably, cationic lipids are synthetic lipidic 
compounds. Cationic lipids may be also diether or diester compounds, 
20 preferably aliphatic ethers. Specific examples are the following 
compounds : 

DOGS (Transfectam™) or DOTMA (Lipof ect in™) (diether compound) , 
DOTAP (diester compound) , 

DOPE (dioleoylphosphatidylethanolamine) , 
25 DOPC (dioleoylphosphatidylcholine) , 

DPRI Rosenthal inhibitor (RI) (dipalmitoyl derivative of DL-2,3- 
distearoyloxypropyl (dimethyl ) p-hydroxyethylammonium bromide 
(Sigma) , and 

DORI (dioleyl derivative of the above compound) . 
30 Cationic polymers are cationic high molecular compounds, 

preferably synthetic molecules. Specific examples are polylysine, 

aliphatic polyamines, polyethyleneimine, etc. 

Complexes of this invention can be mixed with the 

above-described cationic lipids or cationic polymers to prepare 
35 compositions for gene transfer. This composition for gene transfer 

can be appropriately combined with a medium such as physiological 
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saline, and solutes such as salts, stabilizers, etc. By adding the 
composition for gene transfer of this invention to cells, the complex 
of this invention can be transferred into the cells to express the 
gene from RNA contained in the complex. 
5 Gene therapy is enabled when a therapeutic gene is used as the 

foreign gene. In the application of complexes of this invention to 
gene therapy, it is possible to express a foreign gene with which 
treatment effects are expected or an endogenous gene the supply of 
which is insufficient in the patient's body, by either direct or 

10 indirect (ex vivo) administration of the complex. There is no 
particular limitation on the type of foreign gene, and in addition 
to nucleic acids encoding protein's, they may be nucleic acids encoding 
no proteins, such as an antisense or ribozyme. In addition, when genes 
encoding antigens of bacteria- or viruses involved in infectious 

15 diseases are used as foreign genes, immunity can be induced in animals 
by administering these genes to the animals. That is, these genes 
can be used as vaccines. 

When using as vaccines, they may be applicable for , for example, 
cancers, infectious diseases and other general disorders. For 

20 example, as a cancer treatment, it is possible to express genes with 
therapeutic effects on tumor cells or antigen presenting cells (APC) 
such as DC cells. Examples of such genes are those encoding the tumor 
antigen Muc-1 or Muc-1 like mutin tandem repeat peptide (US Patent 
No. 5,744,144), melanoma gplOO antigen, etc. Such treatments with 

25 genes have been widely applied to cancers in the mammary gland, colon, 
pancreas, prostate, lung, etc. Combination with cytokines to enhance 
adjuvant effects is also effective in gene therapy. Examples of such 
genes are i) single-chain IL-12 in combination with IL-2 (Proc. Natl. 
Acad. Sci. USA 96 (15) : '8591-8596, ii) interferon-y in combination 

30 with IL-2 (US Patent No. 5, 798, 100), iii) granulocyte 
colony-stimulating factor (GM-CSF) used alone, and iv) GM-CSF aiming 
at the treatment of brain tumor in combination with IL-4 (J. 
Neurosurgery, 90 (6), 1115-1124 (1999)), etc. 

Examples of genes used for the treatment of infectious diseases 

35 are those encoding the envelope protein of the virulent strain H5N1 
type of influenza virus, the envelope chimera protein of Japanese 
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encephalitis virus (Vaccine, vol. 17, No. 15-16, 1869-1882 (1999)), 
the HIV gag or SIV gag protein of AIDS virus (J. Immunology (2000), 
vol. 164, 4968-4978), the HIV envelope protein, which is incorporated 
as a oral vaccine encapsulated in polylactate- glycol copolymer 
5 microparticles for administration (Kaneko, H. et al., Virology 267, 
8-16 (2000)), the B subunit (CTB) of cholera toxin (Arakawa, T. et 
al., Nature Biotechnology (1998) 16 (10): 934-8; Arakawa, T. et al . , 
Nature Biotechnology (1998) 16 (3): 292-297), the glycoprotein of 
rabies virus (Lodmell, D. L. et al., 1998, Nature Medicine 4 (8): 

10 949-52) , and the capsid protein LI of human papilloma virus 6 causing 
cervical cancer (J. Med. Virol., 60, 200-204 (2000). 

Gene therapy^ may • : also;.be • applied to general disorders. For 
example, in the case of diabetes, the expression of insulin peptide 
fragment by inoculation of plasmid DNA encoding the peptide has been 

15 performed in type I diabetes model animals (Coon, B. et al., J. Clin. 
Invest., 1999, 104 (2): 189-94). 

Brief Description of the Drawings 

Figure 1 is a photograph showing an analytical result of the 
20 expression of F protein via a Cre-loxP-inducible expression system 
by Western blotting. It shows the result of detecting proteins on 
a transfer membrane cross-reacting to the anti-SeV-F antibody by 
chemiluminescence method. 

Figure 2 indicates a diagram showing an analytical result of 
25 cell-surface display of F protein the expression of which was induced 
by the Cre-loxP system. It shows results of flow cytometry analysis 
for LLC-MK2/F7 with the anti-SeV-F antibody. 

Figure 3 indicates a photograph showing the result confirming 
cleavage of the expressed F protein by trypsin using Western blotting. 
30 Figure 4 indicates photographs showing the result confirming 

cell-surface expression of HN in an experiment of cell-surface 
adsorption onto erythrocytes. 

Figure 5 indicates photographs showing the result obtained by 
an attempt to harvest the deficient viruses by using cells expressing 
35 the deficient protein. It was revealed that the expression of F 
protein by the helper cell line was stopped rapidly by the vaccinia 
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viruses used in the reconstitution of F-deficient SeV. 

1. LLC-MK2 and CV-1 represent cell lysates from the respective cell 
types alone. 

2. LLC-MK2 /F+ad and CV-l/F+ad represent cell lysates from the 
5 respective cells that have been subjected to the induction of 

expression and to which ' adenovirus AxCANCre has been added. 

3. LLC-MK2/F-ad and CV-l/F-ad represent cell lysates from the 
respective cell lines in which the F gene but no adenovirus AxCANCre 
has been introduced. 

10 4. LLC-MK2 / F+ad 3rd represents a cell lysate from cells in which the 
expression was induced by adenovirus AxCANCre and which were then 
further passaged 3 times. 

5. Id and 3d respectively indicate one day and three days after the 
induction of expression. 
15 6. Vacld and Vac3d respectively indicate cells one day and three days 
after the infection of vaccinia virus. 

7. AraCld and AraC3d respectively indicate cells one day and three 
days after the addition of AraC. 

8. CHX Id and CHX 3d respectively indicate cells one day and three 
20 days after the addition of protein synthesis inhibitor cycloheximide . 

Figure 6 indicates photographs showing the result that was 
obtained by observing GFP expression after GFP-comprising F-deficient 
SeV cDNA (pSeV18 + /AF-GFP) was transfected into LLC-MK2 cells in which 
F was not expressed (detection of RNP) . In a control group, the F 

25 gene was shuffled with the NP gene at the 3' end, and then, SeV cDNA 
( F-shuf f led SeV) , in which GFP had been introduced into the F-deficient 
site, was used. The mark "all" indicates cells transfected with 
plasmids directing the expression of the NP gene, P gene, and L gene 
(pGEM/NP, pGEM/P, and pGEM/L) together with SeV cDNA at the same time; 

30 "cDNA" indicates cells transfected with cDNA (pSeV18 VAF-GFP) alone. 
For RNP transf ection, P0 cells expressing GFP were collected; the 
cells (10 7 cells/ml) were suspended in OptiMEM (GIBCO BRL) ; 100 |il 
of lysate prepared after treating three times with f reeze-thaw cycles 
was mixed with 25 \il of cationic liposome DOSPER (Boehringer Mannheim) 

35 and allowed to stand still at room temperature for 15 minutes; and 
the mixture was added to cells (+ad) in which the expression of F 
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had been induced to achieve the RNP transf ection . Cells expressing 
Cre DNA recombinase, in which no recombinant adenovirus had been 
introduced, were used as a control group of cells (-ad) . The result 
showed that GFP was expressed depending on the RNP formation of SeV 
5 in PO in LLC-MK2 cells; and the F-deficient virus was amplified 
depending on the induction of expression of F in PI. 

Figure 7 indicates photographs showing the result that was 
obtained by studying whether- functional RNP reconstituted with 
F-deficient genomic cDNA could be rescued by the F-expressing helper 

10 cells and form the infective virion of the deficient virus. RNP/o 
represents cells overlaid with RNP; RNP/t represents cells that was 
transfected with RNP . 

Figure 8 indicates photographs showing the evidence for the 
F-expressing cell-specific growth of the F-deficient virus. The 

15 lysate comprising functional RNP constructed from the genome lacking 
the gene was lipofected to the F-expressing cells as described in 
Example 2; and the culture supernatant was then recovered. This 
culture supernatant was added to the medium of the F-expressing cells 
to achieve the infection; on the third day, the culture supernatant 

20 was recovered and concurrently added to both F-expressing cells and 
cells that had not expressed F; and then the cells were cultured in 
the presence or absence of trypsin for three days. The result is shown 
here. The viruses were amplified only in the presence of trypsin in 
the F-expressing cells. 

25 Figure 9 indicates photographs showing evidence for specific 

release of the F-deficient viruses to the culture supernatant after 
the introduction into F-expressing cells. The lysate comprising 
functional RNP constructed from the genome lacking the gene was 
lipofected to the F-expressing cells as described in Example 2 and 

30 then the culture supernatant was recovered. This culture supernatant 
was added to the medium of the F-expressing cells to achieve the 
infection; on the third day, the culture supernatant was recovered 
and concurrently added to both F-expressing cells and cells that did 
not express F; and then the cells were cultured in the presence or 

35 absence of trypsin for three days. The bottom panel shows the result 
with supernatant of the cells that did not express F. 
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Figure 10 indicates photographs showing the result obtained by 
recovering viruses from the culture supernatant of the F-expressing 
cells, extracting the total RNA and performing Northern blot analysis 
using F and HN as probes to verify the genomic structure of virion 
5 recovered from the F-deficient cDNA. In the viruses recovered from 
the F-expressing cells, the HN gene was detected but the F gene was 
not detectable; and thus it was clarified that the F gene was not 
present in the viral genome. 

Figure 11 indicates photographs showing the result of RT-PCR, 

10 which demonstrates that , the .-GFP gene is present in the locus where 
F had been deleted, as in the construct of the cDNA. 1: +18-NP, for 
the confirmation of the presence of +18 NotI site. 2: M-GFP, for the 
confirmation of the presence of the GFP gene in the F gene-deficient 
region. 3: F gene, for the confirmation of the presence of the F gene. 

15 The genomic structures of wild type SeV and F-def icient GFP-expressing 
SeV are shown in the top panel. It was verified that the GFP gene 
was present in the F-deficient locus, +18-derived NotI site was present 
at the 3' end of NP and the F gene was absent in any part of the RNA 
genome . 

20 Figure 12 indicates photographs that were obtained by the 

immuno-electron microscopic examination with gold colloid-bound IgG 
(anti-F, anti-HN) specifically reacting to F or HN of the virus. It 

was clarified that the spike-like structure of the virus envelope 

comprised F and HN proteins. 
25 Figure 13 indicates diagrams showing the result of RT-PCR, which 

demonstrates that the structures of genes except the GFP gene were 

the same as those from the wild type. 

Figure 14 indicates photographs showing the result obtained by 

examining the F-deficient virus particle morphology by electron 
30 microscopy. Like the wild-type virus particles, the F-deficient 

virus particles had helical RNP structure and spike-like structure 

inside . 

Figure 15 indicates photographs showing the result of in vitro 
gene transfer to a variety of cells using an F-deficient SeV vector 
35 with a high efficiency. 

Figure 16 indicates diagrams showing the analytical result 
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obtained after the introduction of the F-deficient SeV vector into 
primary bone marrow cells from mouse (BM c-kit+/~) . Open bars 
represent PE-positive/GFP-negative ; closed bars represent 
PE-positive/GFP-positive . 
5 Figure 17 indicates photographs showing the result of in vivo 

administration of the vector into the rat cerebral ventricle. 

Figure 18 indicates photographs showing the result obtained by 
using the "culture supernatant comprising F-deficient SeV viruses 
recovered from the F-expressing cells to infect LLC-MK2 cells that 
10 do not express F, culturing the cells in the presence or absence of 
trypsin for three days to confirm the presence of viruses in the 
supernatant by HA assay. 

Figure 19 is a photograph showing the result obtained by 
conducting HA assay of chorioallantoic fluids after a 2-day incubation 
15 of embryonated chicken egg that had been inoculated with 
chorioallantoic fluid (lanes 11 and 12) from HA-positive embryonated 
eggs in Figure 18B. 

Figure 20 indicates photographs showing the result obtained by 
examining the virus liquid, which is HA-positive and has no inf ectivity, 
20 by immuno-electron microscopy. The presence of the virus particles 
was verified and it was found that the virion envelope was reactive 
to antibody recognizing HN protein labeled with gold colloid, but 
not reactive to antibody recognizing F protein labeled with gold 
colloid. 

25 Figure 21 indicates photographs showing the result of 

transfection of F-deficient virus particles into cells. 

Figure 22 indicates photographs showing the result of creation 
of cells co-expressing F and HN, which were evaluated by Western 
blotting. LLC/VacT7 /pGEM/FHN represents cells obtained by 

30 transfecting vaccinia-infected LLC-MK2 cells with pGEM/FHN plasmid; 
LLC/VacT7 represents vaccinia-infected LLC-MK2 cells. 
LLCMK2 /FHNmix represents LLC-MK2 cells in which the F and HN genes 
were introduced but not cloned. LLC/FHN represents LLC-MK2 cells in 
which the F and HN genes were introduced and the expression was induced 

35 by adenovirus (after 3 days); 1-13, 2-6, 2-16, 3-3, 3-18, 3-22, 4-3 
and 5-9 are cell-line numbers (names) in the cloning. 



THIS PAGE BLANK (uspto) 



24 



Figure 23 indicates photographs showing the result for the 
confirmation of virus generation depending on the presence or absence 
pGEM/FHN. FHN-def icient GFP-expressing SeV cDNA, pGEM/NP, pGEM/P, 
pGEM/L, and pGEM/FHN were mixed and introduced into LLC-MK2 cells. 
5 3 hours after the gene transfer, the medium was changed with MEM 
containing AraC and trypsin and then the cells were further cultured 
for three days. 2. days after the gene transfer, observation was 
carried out with a stereoscopic fluorescence microscope to evaluate 
the difference depending on the presence or absence of pGEM/FHN, and 

10 the virus generation was verified based on the spread of GFP-expressing 
cells. The result is shown here. When pGEM/FHN was added at the time 
of reconstitution, the spread of GFP-expressing cells was recognized; 
but when no pGEM/FHN was added, the GFP expression was observable 
merely in a single cell. 

15 Figure 24 indicates photographs showing the result of 

reconstitution by RNP transfection and growth of FHN-def icient 
-viruses. On the third day after the induction of expression, cells 
co-expressing FHN (12 wells) were lipofected by using P0 RNP overlay 
or DOSPER, and then GFP was observed after 4 days. When RNP 

20 transfection was conducted, the harvest of viruses was successful 
for PI FHN-expressing cells as was for the F-deficient ones (top) . 
The growth of the FHN-def icient viruses was verified after inoculating 
a liquid comprising the viruses to cells in which the expression of 
FHN protein was induced 6 hours or more after the infection with Ade/Cre 

25 (bottom panel) . 

Figure 25 indicates photographs showing the result obtained 
after inoculating the liquid comprising viruses reconstituted from 
FHN-def icient GFP-expressing cDNA to LLC-MK2, LLC-MK2/F, LLC-MK2/HN, 
and LLC-MK2 / FHN and culturing them in the presence or absence of the 

30 trypsin. The spread of cells expressing GFP protein was verified 3 
days after the culture. The result is shown here. The expansion of 
GFP was observed only with LLC-MK2 / FHN , and thus it was verified that 
the virus contained in the liquid was grown in a manner specific to 
FHN co-expression and dependent on trypsin. 

35 Figure 26 is a photograph showing the result where the 

confirmation was carried out for the genomic structure of RNA derived 
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from supernatant of the FHN-expressing cells. 

Figure 27 is a photograph showing the result where the 
confirmation was carried out for the genomic structure of RNA derived 
from supernatant of the F-expressing cells infected with the 
5 FHN-def icient viruses. 

Figure 28 is a diagram showing inactivation of vaccinia virus 
and T7 activity when psoralen concentration was varied in psoralen/UV 
irradiation. 

Figure 2 9 is a diagram showing inactivation of vaccinia virus 
10 and T7 RNA polymerase activity when the duration of UV irradiation 
was varied in psoralen/UV irradiation. 

Figure 30 indicates photographs showing a cytotoxicity (CPE) 
of vaccinia virus after psoralen/UV irradiation. 3x 10 5 LLC-MK2 cells 
were plated on a 6-well plate. After culturing overnight, the cells 
15 were infected with vaccinia virus at moi=2 . After 24 hours, CPE was 
determined. The result of CPE with mock-treatment of vaccinia virus 
is shown in A; CPE after the treatment with vaccinia virus for 15, 
20, or 30 minutes are shown in B, C, and D, respectively. 

Figure 31 is a diagram indicating the influence of duration of 
20 UV treatment of vaccinia virus on the reconstitution efficiency of 
Sendai virus. 

Figure 32 is a diagram indicating the titer of vaccinia virus 

capable of replicating that remained in the cells after the 

reconstitution experiment of Sendai virus. 
25 Figure 33 is a photograph showing a result of Western blot 

analysis using anti-VSV-G antibody. 

Figure 34 indicates a diagram showing results of flow cytometry 

analysis using anti-VSV-G antibody. It shows the result of analysis 

of LLC-MK2 cell line (LI) for the induction of VSV-G expression on 
30 the fourth day after AxCANCre infection (moi=0, 2.5, 5). Primary 

antibody used was anti-VSV-G antibody (MoAb 1-1) ; secondary antibody 

was FITC-labeled anti-mouse Ig. 

Figure 35 indicates photographs showing a result where 

supernatants were recovered .after the infection with altered amounts 
35 of AxCANCre (MOI=0, 1.25, 2.5, 5, 10) and a constant amount of 

pseudo-type Sendai virus having a F gene-deficient genome, and further 
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the supernatants were used to infect cells before VSV-G induction 
(-) and after induction ( + ) , and cells expressing GFP were observed 
after 5 days. 

Figure 36 indicates photographs showing the result obtained for 
5 the time course of virus production amount. 

Figure 37 indicates photographs showing the result obtained by 
examining whether the infectivity is influenced by the treatment of 
pseudo-t\y£>e- Kendal virus havirig the F gene-deficient genome, which 
was established with the VSV-G-expressing cell line, and 
10 FHN-def icient Sendai virus treated with anti-VSV antibody. 

Figure 38 indicates photographs showing the result where the 
expression of the GFP gene was tested as an index to determine the 
presence of production of the pseudo-type virus having VSV-G in its 
capsid after the infection of VSV-G gene-expressing cells LLCG-L1 
15 with F and HN-def icient Sendai virus comprising the GFP gene. 

Figure 39 indicates photographs showing the result confirming 
that viruses grown in the VSV-G gene-expressing cells were deficient 
in F and HN genes by Western analysis of protein in the extract of 
infected cells. 

20 Figure 40 indicates photographs showing the result for the 

observation of GFP-expressing cells under a fluorescence microscope. 

Figure 41 is a diagram showing the improvement in efficiency 
for the reconstitution of SeV/AF-GFP by the combined used of the 
envelope-expressing plasmid and cell overlay. Considerable 

25 improvement was recognized at d3 to d4 (day 3 to day 4) of P0 (prior 
to passaging) . 

Figure 42 is a diagram showing the result where treatment 
conditions were evaluated for the reconstitution of SeV/AF-GFP by 
the combined used of the envelope-expressing plasmid and cell overlay. 

30 GFP-positive cells represent the amount of virus reconstituted. 

Figure 43 is a diagram showing the result where the rescue of 
F-deficient Sendai viruses from cDNA was tested. It shows the 
improvement in efficiency for the reconstitution of SeV/AF-GFP by 
the combined used of the envelope-expressing plasmid and cell overlay. 

35 All the tests were positive on the seventh day. However, the 
efficiency was evaluated on the third day where the probability of 
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success was midrange. 

Figure 44 indicates photographs showing the result of lacZ 
expression by LacZ-comprising F-deficient Sendai virus vector 
comprising no GFP. 
5 Figure 4 5 indicates diagrams showing subcloning of Sendai virus 

genomic cDNA fragment (A) and structures of 5 Sendai virus genomic 
cDNAs constructed with newly introduced NotI site (B) . 

Figure 4 6 is a diagram showing structures of plasmids to be used 
for cloning to add NotI site, transcription initiation signal, 
10 intervening sequence, and transcription termination signal into SEAP. 

Figure 47 indicates photographs showing the result of plaque 
assay of each Sendai virus vector. It shows partial fluorescence image 
in the plaque assay obtained by LAS1000. 

Figure 48 is a diagram showing the result where altered 
15 expression levels of reporter gene (SEAP) were compared with one 
another among the respective Sendai virus vectors. The data of 
SeV18+/SEAP was taken as 100 and the respective values were indicated 
relative to it. It was found that the activity, namely the expression 
level, was decreased as the SEAP gene was placed more downstream. 
20 Figure 4 9 indicates microscopic photographs showing the 

expression of GFP in PI cells co-expressing FHN. 

Figure 50 indicates photographs showing the result of Western 
blot analysis of the extracts from cells infected with VSV-G 
pseudo-type SeV/AF:GFP using anti-F antibody (anti-F) , anti-HN 
25 antibody (anti-HN) , and anti-Sendai virus antibody (anti-SeV) . 

Figure 51 indicates photographs showing GFP fluorescence from 
F- and HN-def icient cells infected with VSV-G pseudo-type SeV in the 
presence or absence of a neutralizing antibody (VGV antibody) . 

Figure 52 indicates photographs showing results of Western 
30 analysis for VSV-G pseudo-type Sendai viruses having F gene-deficient 
or F gene- and HN gene-deficient genome, which were fractionated by 
density gradient ultracentrif ugation . 

Figure 53 indicates photographs showing hemagglutination test 
mediated with Sendai viruses having F gene-deficient genome, or VSV-G 
35 pseudo-type Sendai viruses having F gene-deficient or F gene- and 
HN gene-deficient genome. 
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Figure 54 indicates diagrams showing the specificity of 
infection to culture cells of Sendai virus having F gene-deficient 
genome or VSV-G pseudo-type Sendai virus. 

Figure 55 indicates photographs showing the confirmation of the 
5 structures of NGF-expressing F-deficient Sendai virus (NGF/SeV/AF) . 

Figure 56 is a diagram showing the activity of NGF expressed 
by the NGF-comprising cells infected with F-deficient SeV. With the 
initiation of culture, diluted supernatant of SeV-infected cells or 
NGF protein (control) was addfedi to a dissociated culture of primary 
10 chicken dorsal root ganglion ( DRG) neurons . After three days, the 
viable cells were counted by using mitochondrial reduction activity 
as an index (n=3) . The quantity of culture supernatant added 
corresponded to 1000-fold dilution. 

Figure 57 indicates photographs showing the activity of NGF 
15 expressed by the NGF-comprising cells infected with F-deficient SeV. 
With the initiation of culture, diluted supernatant of SeV-infected 
cells or NGF protein (control) was added to a dissociated culture 
of primary chicken dorsal root ganglion (DRG) neurons. After three 
days, the samples were observed under a microscope, 
20 A) control (without NGF) ; 

B) addition of NGF protein (10 ng/mL) ; 

C) addition of culture supernatant (100-fold diluted) of NGF/ SeV 
infected cells; 

D) addition of culture supernatant (100-fold diluted) of NGF/ SeV 
25 infected cells; 

E) -addition of culture supernatant (100-fold diluted) of NGF/ SeV/ AF 
infected cells, and; 

F) addition of culture supernatant (100-fold diluted) of 
NGF/SeV/AF-GFP infected cells. 

30 Figure 58 is a photograph showing moi of Ad-Cre and the 

expression level of F protein. 

Figure 59 indicates photographs showing the expression of 
LLC-MK2/F by Adeno-Cre. 

Figure 60 is a photograph showing the durability of expression 
35 over the passages . 

Figure 61 indicates photographs showing the localization of F 



THIS PAGE BLANK (uspto) 



29 



protein over the passages. 

Figure 62 is a diagram showing the correlation between GFP-CIU 
and anti-SeV-CIU . 

5 Best Mode for Carrying out the Invention 

The present invention is illustrated in detail below with 
reference to Examples, but is not to be construed as being limited 
thereto . 

[Example 1] Construction of, F-deficient Sendai virus 
10 <1> Construction ' of F-deficient SeV genomic cDNA and F-expressing 
plasmid 

The full-length genomic cDNA of Sendai virus (SeV) , pSeV18 + b ( + ) 
(Hasan, M. K. et al . , 1997, J. General Virology 7 8 : 2813-2820) ("pSeV18 + 
b( + )" is also referred to as "pSeV18 + ") was digested with Sphl/Kpnl, 

15 and the resulting fragment (14 673 bp) was recovered and cloned into 
pUC18, which was named plasmid pUC18/KS. The F-disrupted site was 
constructed on this pUC18/KS. The F gene disruption was performed 
by the combined use of PCR-ligation method, and as a result, the ORF 
for the F gene (ATG-TGA=1698 bp) was removed; thus atgcatgccggcagatga 

20 (SEQ ID NO: 1) was ligated to it to construct the F-deficient SeV 
genomic cDNA (pSeV18 + /AF) . In PCR, a PCR product generated by using 
a primer pair (forward: 5 1 -gttgagtactgcaagagc/SEQ ID NO: 2, reverse: 
5 1 -tttgccggcatgcatgtttcccaaggggagagttttgcaacc/SEQ ID NO: 3) was 
ligated upstream of F and another PCR product generated by using a 

25 primer pair (forward: 5 ? -atgcatgccggcagatga/SEQ ID NO: 4, reverse: 
5 1 -tgggtgaatgagagaatcagc/SEQ ID NO: 5) was ligated downstream of the 
F gene at EcoT22I site. The resulting plasmid was digested with SacI 
and Sail, and then the fragment (4931 bp) spanning the region 
comprising the site where F is disrupted was recovered and cloned 

30 into pUC18 to generate pUC18/dFSS. This pUC18/dFSS was digested with 
Drain. The resulting fragment was recovered and substituted with 
a Drain fragment from the region comprising the F gene of pSeV18 + ; 
and the ligation was carried out to generate plasmid pSeV18 + /AF. 

Further, in order to construct a cDNA (pSeV18 + /AF-GFP) in which 

35 the EGFP gene has been introduced at the site where F was disrupted, 
the EGFP gene was amplified by PCR. To set the EGFP gene with a multiple 
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of 6 (Hausmann, S. et al. f RNA 2 , 1033-1045 (1996)), PCR was carried 
out with an Nsil-tailed primer ( 5 1 -atgcatatggtgatgcggttttggcagtac. 
SEQ ID NO: 6) for the 5' end and an NgoMIV-tailed primer 
(5 1 -Tgccggctattattacttgtacagctcgtc.SEQ ID NO: 7) for the 3' end. The 
5 PCR products were digested with restriction enzymes Nsil and NgoMIV, 
and then the fragment was recovered from the gel; the fragment was 
ligated at the site of pUC18/dFSS between Nsil and NgoMIV restriction 
enzyme sites where the disrupted F is located and the sequence was 
determined. A Drain fragment comprising the EGFP gene was removed 

10 and recovered, from .t:he site, and .substituted for a Drain fragment 
in the region . comprising the F gene of pSeV18 ; then ligation was 
carried- out to obtain plasmid pSeV18 + /AF-GFP . 

On the other hand, Cre-loxP-inducible expression plasmid for 
F gene expression was constructed by amplifying the SeV F gene by 

15 PCR, confirming the sequence, and inserting into the unique site Swal 
of plasmid pCALNdlw (Arai et al., J. Virology 72, 1998, plll5-1121), 
in which the expression of gene products has been designed to be induced 
by Cre DNA recombinase, to obtain plasmid pCALNdLw/F. 
<2> Preparation of helper cells inducing the expression of SeV-F 

20 protein 

To recover infectious virus particles from F-deficient genome, 
a helper cell strain expressing SeV-F protein was established. The 
cell utilized was LLC-MK2 cell that is commonly used for the growth 
of SeV and is a cell strain derived from monkey kidney. The LLC-MK2 

25 cells were cultured in MEM containing 10% heat-treated inactivated 
fetal bovine serum (FBS) , sodium penicillin G (50 units/ml) , and 
streptomycin (50 jig /ml) at 37 °C under 5% C0 2 gas. Because SeV-F gene 
product is cytotoxic, the above-mentioned plasmid pCALNdLw/F designed 
to induce the expression of F gene product through Cre DNA recombinase 

30 was introduced into LLC-MK2 cells by calcium phosphate method 
(mammalian transfection kit (Stratagene) ) according to the gene 
transfer protocol. 

10 \xg of plasmid pCALNdLw/F was introduced into LLC-MK2 cells 
grown to be 40% confluent in a 10 -cm plate, and the cells were cultured 

35 in 10 ml of MEM containing 10% FBS at 37 °C under 5% C0 2 for 24 hours 
in an incubator. After 24 hours, the cells were scraped off, and 
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suspended in 10 ml medium; then the cells were plated on 5 dishes 
with 10-cm diameter (one plate with 5 ml; 2 plates with 2 ml; 2 plates 
with 0.2 ml) in MEM containing 10 ml of 10% FBS and 1200 jag/ml G418 
(GIBCO-BRL) for the cultivation. The culture was continued for 14 
5 days while the medium was changed at 2-day intervals, to select cell 
lines in which the gene has been introduced stably. 30 cell strains 
were recovered as G4 18-resistant cells grown in the medium by using 
cloning rings. Each clone was cultured to be confluent in 10-cm 
plates. 

10 After" -the infection of each clone with recombinant adenovirus 

AxCANCre expressing Cre DNA recombinase, the cells were tested for 
the expression of SeV-F protein by Western blotting using anti-SeV-F 
protein monoclonal IgG (f236; J. Biochem. 123: 1064-1072) as follows. 

After grown to be confluent in a 6-cm dish, each clone was 

15 infected with adenovirus AxCANCre at moi=3 according to the method 
of Saito et al. , (Saito et al. , Nucl. Acids Res. 23: 3816-3821 (1995) ; 
Arai, T. et al., J Virol 72, 1115-1121 (1998)). After the infection, 
the cells were cultured for 3 days. The culture supernatant was 
discarded and the cells were washed twice with PBS buffer, scraped 

20 off with a scraper and were collected by centrif ugation at 1500x g 
for five minutes. 

The cells are kept at -80°C and can be thawed when used. The 
cells collected were suspended in 150 jil PBS buffer, and equal amount 
of 2x Tris-SDS-BME sample loading buffer (0.625 M Tris, pH 6.8, 5% 

25 SDS, 25% 2 -ME, 50% glycerol, 0.025% BPB; Owl) was added thereto. The 
mixture was heat-treated at 98 °C for 3 minutes and then used as a 
sample for electrophoresis. The sample (lx 10 5 cells/lane) was 
fractionated by electrophoresis in an SDS-polyacrylamide gel (Multi 
Gel 10/20, Daiichi Pure Chemicals) . The fractionated proteins were 

30 transferred onto a PVDF transfer membrane (Immobilon-P transfer 
membranes; Millipore) by semi-dry blotting . The transfer was carried 
out under a constant current of 1 mA/cm 2 for 1 hour onto the transfer 
membrane that had been soa v ked in 100% methanol for 30 seconds and 
then in water for 30 minutes. 

35 The transfer membrane was shaken in a blocking solution 

containing 0.05% Tween20 and 1% BSA (BlockAce; Snow Brand Milk 
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Products) for one hour, and then it was incubated at room temperature 
for 2 hours with an anti-SeV-F antibody (f236) which had been diluted 
1000-folds with a blocking solution containing 0.05% Tween 20 and 
1% BSA. The transfer membrane was washed 3 times in 20 ml of PBS-0.1% 
5 Tween20 while being shaken for 5 minutes and then it was washed in 
PBS buffer while being shaken for 5 minutes. The transfer membrane 
was incubated at room temperature for one hour in 10 ml of 
peroxidase-conjugated anti-mouse IgG antibody (Goat anti-mouse IgG; 
Zymed) diluted 2000-fold with the blocking solution containing 0.05% 

10 Tween 20 and 1% BSA. The transfer membrane was washed 3 times with 
20 ml of'- E>BS-0 . 1% Tween20 while, being shaken for 5 minutes, and then 
it was washed in 'PBS buffer' while being shaken for 5 minutes. 

Detections were carried out for proteins cross-reacting to the 
anti-SeV-F antibody on the transfer membrane by chemiluminescence 

15 method (ECL western blotting detection reagents; Amersham) . The 
result is shown in Figure 1 . The SeV-F expression specific to AxCANCre 
infection was detected to confirm the generation of LLC-MK2 cells 
that induce expression of a SeV-F gene product. 

One of the several resulting cell lines, LLC-MK2/F7 cell, was 

20 analyzed by flow cytometry with an anti-SeV-F antibody (Figure 2) . 
Specifically, lx 10 5 cells were precipitated by centrif ugation at 
15, 000 rpm at 4°C for 5 minutes, washed with 200 jil PBS, and allowed 
to react in PBS for FACS (NIKKEN CHEMICALS) containing 100-fold diluted 
anti-F monoclonal antibody (f236), 0.05% sodium azide, 2% FCS at 4°C 

25 for 1 hour in a dark place . The cells were again precipitated at 15,000 
rpm at 4°C for 5 minutes, washed with 200 |al PBS, and then allowed 
to react to FITC-labeled anti-mouse IgG (CAPPED of 1 jxg/ml on ice 
for 30 minutes. Then the cells were again washed with 200 jiil PBS, 
and then precipitated by centrif ugation at 15, 000 rpm at 4 °"C for 5 

30 minutes. The cells were suspended in 1 ml of PBS for FACS and then 
analyzed by using EPICS ELITE (Coulter) argon laser at an excitation 
wavelength of 488 nm and at a fluorescence wavelength of 525 nm. The 
result showed that LLC-MK2/F7 exhibited a high reactivity to the 
antibody in a manner specific to the induction of SeV-F gene expression, 

35 and thus it was verified that SeV-F protein was expressed on the cell 
surface . 
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[Example 2] Confirmation of function of SeV-F protein expressed by 
helper cells 

It was tested whether or not SeV-F protein, of which expression 
5 was induced by helper cells, retained the original protein function. 

After plating on a 6-cm dish and grown to be confluent, 
LLC-MK2/F7 cells were infected with adenovirus AxCANCre at moi=3 
according to the method of Saito et al. (described above) . Then, the 
cells were cultured in MEM (serum free) containing trypsin (7.5jig/ml; 

10 GIBCOBRL) at 37 °C under 5% C0 2 in an incubator for three days. 

The culture supernatant was discarded and the cells were washed 
twice with PBS buffer, scraped off with a scraper, and collected by 
centrif ugation at 1500 x g for five minutes. The cleavage of expressed 
F protein by trypsin was verified by Western blotting as described 

15 above (Figure 3). SeV-F protein is synthesized as F0 that is . a 
non-active protein precursor, and then the precursor is activated 
after being digested into two subunits Fl and F2 by proteolysis with 
trypsin. LLC-MK2/F7 cells after the induction of F protein expression 
thus, like ordinary cells, continues to express F protein, even after 

20 being passaged, and no cytotoxicity mediated by the expressed F protein 
was observed as well as no cell fusion of F protein-expressing cells 
was observed. However, when SeV-HN expression plasmid (pCAG/SeV-HN) 
was transf ected into the F-expressing cells and the cells were cultured 
in MEM containing trypsin for 3 days, cell fusion was frequently 

25 observed. The expression of HN on the cell surface was confirmed in 
an experiment using erythrocyte adsorption onto the cell surface 
(Hematoadsorption assay; Had assay) (Figure 4). Specifically, 1% 
chicken erythrocytes were added to the culture cells at a concentration 
of 1 ml/dish and the mixture was allowed to stand still at 4°C for 

30 10 minutes. The cells were washed 3 times with PBS buffer, and then 
colonies of erythrocytes on the cell surface were observed. Cell 
fusion was recognized for cells on which erythrocytes aggregated; 
cell fusion was found to be induced through the interaction of F protein 
with HN; and thus it was demonstrated that F protein, the expression 

35 of which was sustained in LLC-MK2/F7, retained the original function 
thereof . 
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[Example 3] Functional RNP having F-deficient genome and formation 
of virions 

To recover virions from the deficient viruses, it is necessary 
5 to use cells expressing the deficient protein. Thus, the recovery 
of the deficient viruses was attempted with cells expressing the 
deficient protein, but it was revealed that the expression of F protein 
by the helper cell line stopped rapidly due to the vaccinia viruses 
used in the reconstitution of F-deficient SeV (Figure 5) and thus 

10 the virus reconstitution based on the direct supply of F protein from 
the helper cell line failed. It has been reported that replication 
capability of vaccinia virus is inactivated, but the activity of T7 
expression is not impaired by the treatment of vaccinia virus with 
ultraviolet light of long wavelengths (long-wave UV) in the presence 

15 of added psoralen (PLWUV treatment) (Tsungetal., J Virol 70, 165-171, 
1996) . Thus, virus reconstitution was attempted by using 
PLWUV-treated vaccinia virus ( PLWUV-VacT7 ) . UV Stratalinker 2400 
(Catalog NO. 400676 (100V); Stratagene, La Jolla, CA, USA) equipped 
with five 15-Watt bulbs was used for. ultraviolet light irradiation. 

20 The result showed that the expression of F protein was inhibited from 
the F-expressing cells used in the reconstitution, but vaccinia was 
hardly grown in the presence of araC after lysate from the cells 
reconstituted with this PLWUV-VacT7 was infected to the helper cells, 
and it was also found that the expression of F protein by the helper 

25 cell line was hardly influenced. Further, this reconstitution of wild 
type SeV using this PLWUV-VacT7 enables the recovery of viruses from 
even 10 3 cells, whereas by previous methods, this was not possible 
unless 10 5 or more cells were there, and thus the efficiency of virus 
reconstitution was greatly improved. Thus, reconstitution of 

30 F-deficient SeV virus was attempted by using this method. 

<Reconstitution and amplification of F-deficient SeV virus> 

The expression of GFP was observed after transfecting LLC-MK2 
cells with the above-mentioned pSeV18 VAF-GFP in which the enhanced 
green fluorescent protein (EGFP) gene had been introduced as a reporter 

35 into the site where F had been disrupted according to the 6n rule 
in the manner as described below. It was also tested for the influence 
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of the presence of virus-derived genes NP, P, and L that are three 
components required for the formation of RNP. 

LLC-MK2 cells were plated on a 100-mm Petri-dish at a 
concentration of 5x 10 6 cells/dish and were cultured for 24 hours. 
5 After the culture was completed, the cells were treated with psoralen 
and ultraviolet light of long wavelengths (365 nm) for 20 minutes, 
and the cells were infected with recombinant vaccinia virus expressing 
T7 RNA polymerase (Fuerst, T.R. et al., Proc. Natl. Acad. Sci . USA 
83, 8122-8126 (1986) ) at room temperature for one hour (moi=2) (moi=2 

10 to 3; pref erably moi=2 ) . After the cells were washed 3 times, plasmids 
pSeV18 + /AF-GFP, p.GEM/NP, pGEM/P, ; .and pGEM/L (Kato, A. et al., Genes 
cells 1, 569-579 (1996) ) were respectively suspended in quantities 
of 12 jag, 4 jig, 2 |ag, and 4 jag /dish in OptiMEM (GIBCO) ; SuperFect 
transfection reagent (1 jag DNA/5 jlxI SuperFect; QIAGEN) was added 

15 thereto; the mixtures were allowed to stand still at room temperature 
for 10 minutes; then they are added to 3 ml of OptiMEM containing 
3% FBS; cells were added thereto and cultured. The same experiment 
was carried out using wild-type SeV genomic cDNA (pSeV(+)) (Kato, 
A. et al., Genes cells 1, 569-579 (1996)) as a control instead of 

20 pSeV18 + /AF-GFP. After culturing for 3 hours, the cells were washed 
twice with MEM containing no serum, and then cultured in MEM containing 
cytosine p-D-arabinof uranoside (AraC, 40 jig/ml; Sigma) and trypsin 
(7.5 |ng/ml; GIBCO) for 70 hours. These cells were harvested, and the 
pellet was suspended in OptiMEM (10 7 cells/ml) . After f reeze-and-thaw 

25 treatment was repeated 3 times, the cells were mixed with lipofection 
reagent DOSPER (Boehringer Mannheim) (10 6 cells/25 jal DOSPER) and 
allowed to stand still at room temperature for 15 minutes. Then 
F-expressing LLC-MK2/F7 cell line (10 6 cells /well in 12-well plate) 
was transfected, and the cells were cultured in MEM containing no 

30 serum (containing 40 |j.g/ml AraC and 7.5 |xg/ml trypsin). 

The result showed that the expression of GFP was recognized only 
when all the three components, NP, P, and L derived from the virus 
are present and the deficient virus RNP expressing foreign genes can 
be generated (Figure 6) . 

35 <Conf irmation of F-deficient virions> 

It was tested whether the functional RNP reconstituted by 
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F-deficient genomic cDNA by the method as described above could be 
rescued by the F-expressing helper cells and form infective virions 
of F-deficient virus . Cell lysates were mixed with cationic liposome; 
the lysates were prepared by freeze/thaw from cells reconstituted 
5 under conditions in which functional RNP is formed (condition where 
pSeV18 + /AF-GFP, pGEM/NP, pGEM/P, and pGEM/L are transfected at the 
same time) or conditions under which functional RNP is not formed 
(conditions in which two plasmids, pSeV18 + /AF-GFP and pGEM/NP, are 
transfected) as described above; the lysates were lipofected into 

10 F-expressing cells and non-expressing cells; the generation of virus 
particles was observed based on the expansion of the distribution 
of GFP-expressing c,ells . • . The result showed that the expansion of 
distribution of GFP-expressing cells was recognized only when the 
introduction to the F-expressing cells was carried out by using a 

15 lysate obtained under condition in which functional RNP is 
reconstituted (Figure 7) . Furthermore, even in plaque assay, the 
plaque formation was seen only under the same conditions. From these 
results, it was revealed that functional RNPs generated from 
F-deficient virus genome were further converted into infective virus 

20 particles in the presence of F protein derived from F-expressing cells 
and the particles were released from the cells. 

The demonstration of the presence of infective F-deficient 
virions in the culture supernatant was carried out by the following 
experiment. The lysate comprising the functional RNP constructed 

25 from the F gene deficient genome was lipofected to F-expressing cells 
as described in Example 2, and the culture supernatant was recovered. 
This culture supernatant was added to the medium of F-expressing cells 
to achieve the infection; on the third day, the culture supernatant 
was recovered and concurrently added to both F-expressing cells and 

30 cells that did not express F; and then the cells were cultured in 
the presence or absence of trypsin for three days. In F-expressing 
cells, viruses were amplified only in the presence of trypsin (Figure 
8). It was also revealed that non-infectious virus particles were 
released into the supernatant of cells that do not express F (in the 

35 bottom panel of Figure 9) or from F-expressing cells cultured in the 
absence of trypsin. A summary of the descriptions above is as follows: 
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the growth of F-deficient GFP-expressing viruses is specific to 
F-expressing cells and depends on the proteolysis with trypsin. The 
titer of infective F-deficient Sendai virus thus grown ranged from 
0.5x 10 7 to lx 10 7 ClU/ml. 

5 

[Example 4] Analysis of F-deficient GFP-expressing virus 

In order to confirm the genomic structure of virions recovered 
from F-deficient cDNA, viruses were recovered from the culture 
supernatant of the F-expressing cells, the total RNA was extracted 

10 and then Northern blot analysis was conducted by using F and HN as 
probes. The result showed that the HN gene was detectable, but the 
F gene was not detectable in the viruses harvested from the 
F-expressing cells, and it was clarified that the F gene was not present 
in the viral genome (Figure 10) . Further, by RT-PCR GFP, it was 

15 confirmed that the gene was present in the deleted locus for F as 
shown in the construction of the cDNA (Figure 11) and that the 
structures of other genes were the same as those from the wild type. 
Based on the findings above, it was shown that no rearrangement of 
the genome had occurred during the virus reconstitution . In addition, 

20 the morphology of recovered F-deficient virus particles was examined 
by electron microscopy. Like the wild type virus, F-deficient virus 
particles had the helical RNP structure and spike-like structure 
inside (Figure 14). Further, the viruses were examined by 
immuno-electron microscopy with gold colloid-conjugated IgG (anti-F, 

25 anti-HN) specifically reacting to F or HN. The result showed that 
the spike-like structure of the envelope of the virus comprised F 
and HN proteins (Figure 12), which demonstrated that F protein produced 
by the helper cells was efficiently incorporated into the virions. 
The result will be described below in detail. 

30 <Extraction of total RNA, Northern blot analysis, and RT-PCR> 

Total RNA was extracted from culture supernatant obtained 3 days 
after the infection of F-expressing cell LLC-MK2/F7 with the viruses 
by using QIAamp Viral RNA mini kit (QIAGEN) according to the protocol . 
The purified total RNA (5 fig) was separated by electrophoresis in 

35 a 1% denaturing agarose gel containing formaldehyde, and then 
transferred onto a Hybond-N+ membrane in a vacuum blotting device 
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(Amersham- Pharmacia) . The prepared membrane was fixed with 0.05 M 
NaOH, rinsed with 2-fold diluted SSC buffer (Nacalai tesque) , and 
then was subjected to pre-hybridization in a hybridization solution 
(Boehringrer Mannheim) for 30 minutes; a probe for the F or HN gene 
5 prepared by random prime DNA labeling ( DIG DNA Labeling Kit ; Boehringer 
Mannheim) using digoxigenin (DIG)-dUTP (alkaline sensitive) was added 
thereto and then hybridization was performed for 16 hours* Then, the 
membrane was washed, and allowed to react to alkaline 
phosphatase-conjugated anti-DIG antibody (anti-digoxigenin-AP) ; the 
10 analysis was carried out b# -using a DIG detection kit. The result 
showed that the HN gene was detectable but the F gene was not detectable 
in the viruses harvested from the F-expressing cells, and it was 
clarified that the F gene was not present in the viral genome (Figure 

10) . 

15 Further, detailed analysis was carried out by RT-PCR. In the 

RT-PCR, first strand cDNA was synthesized from the purified virus 
RNA by using SUPERSCRIPTII Preamplif ication System (Gibco BRL) 
according to the protocol; the following PCR condition was employed 
with LA PCR kit (TAKARA ver2.1): 94°C/3 min; 30 cycles for the 

20 amplification of 94°C/45 sec, 55°C/45 sec,72°C/90 sec; incubation 
at 72°C for 10 minutes; then the sample was electrophoresed in a 2% 
agarose gel at 100 . for 30 minutes, the gel was stained with ethidium 
bromide for a photographic image. Primers used to confirm the M gene 
and EGFP inserted into the F-deficient site were forward 1: 

25 5 1 -atcagagacctgcgacaatgc (SEQ ID NO: 8) and reverse 1: 
5 1 -aagtcgtgctgcttcatgtgg (SEQ ID NO: 9) ; primers used to confirm EGFP 
inserted into the F-deficient site and the HN gene were forward 2: 
5 1 -acaaccactacctgagcacccagtc (SEQ ID NO: 10) and reverse 2: 
5 1 -gcctaacacatccagagatcg (SEQ ID NO: 11); and the junction between 

30 the M gene and HN gene was confirmed by using forward 3: 
5 1 -acattcatgagtcagctcgc (SEQ ID NO: 12) and reverse 2 primer (SEQ 
ID NO: 11) . The result showed that the GFP gene was present in the 
deficient locus for F as shown in the construction of the cDNA (Figure 

11) and that the structures of other genes were the same as those 
35 from the wild type (Figure 13) . From the findings shown above, it 

is clarified that no rearrangement of the genome had resulted during 
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the virus reconstitution. 

< Electron microscopic analysis with gold colloid-conjugated 
immunoglobulin > 

The morphology of recovered F-deficient virus particles were 
5 examined by electron microscopy. First, culture supernatant of cells 
infected with the deficient viruses was centrifuged at 28,000 rpm 
for 30 minutes to obtain a virus pellet; then the pellet was 
re-suspended in 10 -fold diluted PBS at a concentration of lxlO 9 HAU/ml; 
one drop of the suspension was dropped on a microgrid with a supporting 

10 filter and then the grid was dried at room temperature; the grid was 
treated with PBS-cohtairiing 3.7% formalin for 15 minutes for fixation 
and then pre-treated with PBS solution containing 0.1% BSA for 30 
minutes; further, anti-F monoclonal antibody (f236) or anti-HN 
monoclonal antibody (Miura, N. et al., Exp. Cell Res. (1982) 141: 

15 409-420) diluted 200-folds with the same solution was dropped on the 
grid and allowed to react under a moist condition for 60 minutes. 
Subsequently, the grid was washed with PBS, and then gold 
colloid-conjugated anti-mouse IgG antibody diluted 200-folds was 
dropped and allowed to react under a moist condition for 60 minutes. 

20 Subsequently, the grid was washed with PBS and then with distilled 
sterile water, and air-dried at room temperature; 4% uranium acetate 
solution was placed on the grid for the staining for 2 minutes and 
the grid was dried; the sample was observed and photographed in a 
JEM-1200EXII electron microscope ( JEOL. ) . The result showed that the 

25 spike-like structure of the envelope of the virus comprised F and 
HN proteins (Figure 12), which demonstrated that F protein produced 
by the helper cells was efficiently incorporated into the virions. 
In addition, like the wild type virus, F-deficient virus particles 
had a helical RNP structure and a spike-like structure inside (Figure 

30 14) . 

[Example 5] High-efficiency gene transfer to a variety of cells via 
F-deficient SeV vector in vitro 

introduction into primary culture cells of rat cerebral cortex nerve 
35 cells> 

Primary culture cells of rat cerebral cortex neurons were 
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prepared and cultured as follows: an SD rat (SPF/VAF Cr j : CD, female, 
332 g, up to 9-week old; Charles River) on the eighteenth day of 
pregnancy was deeply anesthetized by diethyl ether, and then 
euthanized by bloodletting from axillary arteries. The fetuses were 
5 removed from the uterus after abdominal section. The cranial skin 
and bones were cut and the brains were taken out. The cerebral 
hemispheres were transferred under a stereoscopic microscope to a 
working solution DMEM (containing 5% horse serum, 5% calf serum and 
10% DMSO) ; they were sliced and an ice-cold papain solution (1.5 U, 

10 0.2 mg of cysteine, 0.2 mg of bovine serum albumin, 5 mg glucose, 
DNase of 0.1 mg/ml) was added thereto; the solution containing the 
sliced tissues was incubated for 15 minutes while shaking by inverting 
the vial every 5 minute's at "32°C. After it was verified that the 
suspension became turbid enough and the tissue sections became 

15 translucent, the tissue sections were crushed into small pieces by 
pipetting. The suspension was centrifuged at 1200 rpm at 32 °C for 
5 minutes, and then the cells were re-suspended in B27-supplemented 
neural basal medium (GibcoBRL, Burlington, Ontario, Canada) . The 
cells were plated on a plate coated with poly-d-lysine (Becton 

20 Dickinson Labware, Bedford, MA, U.S.A.) at a density of lx 10 5 
cells/dish and then cultured at 37 °C under 5% CO2. 

After the primary culture of nerve cells from cerebral cortex 
(5x 10 5 /well) were cultured for 5 days, the cells were infected with 
F-deficient SeV vector (moi=5) and further cultured for three days. 

25 The cells were fixed in a fixing solution containing 1% 
paraformaldehyde, 5% goat serum, and 0 . 5% Triton-X at room temperature 
for five minutes. Blocking reaction was carried out for the cells 
by using BlockAce (Snow Brand Milk Products) at room temperature for 
2 hours, and then incubated with 500-fold diluted goat anti-rat 

30 microtubule-associated protein 2 (MAP-2) (Boehringer) IgG at room 
temperature for one hour. Further, the cells were washed three times 
with PBS(-) every 15 minutes and then were incubated with 
cys3-conjugated anti-mouse IgG diluted 100-folds with 5% goat 
serum/PBS at room temperature for one hour. Further, after the cells 

35 were washed three times with PBS (-) every 15 minutes, Vectashield 
mounting medium (Vector Laboratories, Burlingame, U.S.A.) was added 
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to the cells; the cells, which had been double-stained with MAP-2 
immuno staining and GFP fluorescence, were f luorescently observed 
by using a confocal microscope (Nippon Bio-Rad MRC 1024, Japan) and 
an inverted microscope Nikon Diaphot 300 equipped with excitation 
5 band-pass filter of 470-500-nm or 510-550-nm. The result showed that 
GFP had been introduced, in .nearly 100% nerve cells that were 
MAP2-positive (Figure 15) . 
introduction into normal human cells> 

Normal human smooth-muscle cells, normal human hepatic cells, 

10 and normal human pulmonary capillary endothelial cells (Cell Systems) 
were purchased from DAINIPPON PHARMACEUTICAL and were cultured with 
SFM CS-C medium kit (Cell Systems) at 37 °C under 5% C0 2 gas. 

Human normal cells, such as normal human smooth-muscle cells 
(Figure 15, Muscle), normal human hepatic cells (Figure 15, Liver), 

15 and normal human pulmonary capillary endothelial cells (Figure 15, 
Lung) , were infected with F-deficient SeV vector (m.o.i=5) , and then 
the expression of GFP was observed. It was verified that the 
introduction efficiency was nearly 100% and the GFP gene was expressed 
at very high levels in all the cells (Figure 15) . . 

20 introduction into mouse primary bone marrow cells> 

Further, an experiment was conducted, in which mouse primary 
bone marrow cells were separated by utilizing lineage markers and 
were infected with F-deficient SeV vector. First, 5-f luorouracil 
(5-FU, Wako Pure Chemical Industries) was given to C57BL mouse (6-week 

25 old male) at a dose of 150 mg/kg by intraperitoneal injection (IP 
injection) ; 2 days after the administration, bone marrow cells were 
collected from the thighbone. The mononuclear cells were separated 
by density gradient centrif ugat ion using Lympholyte-M (Cedarlane) . 
A mixture (3x 10 7 ) of Streptavidin-magnetic beads (Pharmingen; 

30 Funakoshi) , which had been coated with biotin-labeled anti-CD45R 
(B220), anti-Ly6G (Gr-1), anti-Ly-76 (TER-119) , anti-1 (Thyl.2), and 
anti-Mac-1, were added to the mononuclear cells (3x 10 6 cells), and 
the resulting mixture was allowed to react at 4 °C for 1 hour; a fraction, 
from which Lin + cells had been removed by a magnet, was recovered (Lin" 

35 cells) (Erlich, S. et al . , Blood 1999. 93 (1), 80-86). SeV of 2x 10 7 
HAU/ml was added to 4x 10 5 cells of Lin" cell, and further recombinant 
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rat SCF (100 ng/ml, BRL) and recombinant human IL-6 (100 U/ml) were 
added thereto. In addition, F-deficient SeV of 4x 10 7 HAU/ml was added 
to 8x 10 5 of total bone marrow cells, and GFP-SeV of 5x 10 7 HAU/ml 
was added to lx 10 6 cells. GFP-SeV was prepared by inserting a 
5 PCR-amplif ied Not I fragment, which contains the green fluorescence 
protein (GFP) gene (the length of the structural gene is 717 bp) to 
which a transcription initiation (Rl) , a termination (R2) signal and 
an intervening (IG) sequence are added, at the restriction enzyme 
Notl-cleavage ,site:of SeV transcription unit pUC18/T7HVJRz . DNA (+18) 

10 (Genes Cells, 1996, 1: 569-579). The reconstitution of viruses 
comprising the GFP gene was performed according to a known method 
(Genes Cells, 1996, 1: 569-579), using LLC-MK2 cells and embryonated 
egg, and then the viruses comprising the gene of interest were 
recovered. After a 48-hour culture following the infection with 

15 GFP-SeV, the cells were divided into two groups; one of them was allowed 
to react to phycoerythrin (PE) -labeled anti-CD117 (c-kit; Pharmingen) 
for 1 hour; the other was a control group. The cells were washed 3 
times with PBS then were analyzed in a flow cytometer (EPICS Elite 
ESP; Coulter, Miami, FL) . 

20 The result showed that F-deficient SeV vector was also infected 

to bone marrow cells enriched by anti-c-kit antibody that has been 
utilized as a marker for blood primitive stem cells and the expression 
of the GFP gene was observed (Figure 16) . The presence of infective 
particles in the culture supernatant was confirmed by determining 

25 the presence of GFP-expressing cells three days after the addition 
of cell culture supernatant treated with trypsin to LLC-MK2 cells. 
It was clarified that none of these cells released infective virus 
particles. 

30 [Example 6] Vector administration into rat cerebral ventricle 

Rats (F334/Du Cr j , 6 week old, female, Charles River) were 
anesthetized by intraperitoneal inj ection of Nembutal sodium solution 
(Dainabot) diluted 10 folds (5 mg/ml) with physiological saline 
(Otsuka Pharmaceutical Co., Ltd.). Virus was administrated using 

35 brain stereotaxic apparatus for small animals (DAVID KOPF) . 20 jil 
(10 8 CIU) were injected at the point 5.2 mm toward bregma from 
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interaural line, 2.0 mm toward right ear from lambda, 2.4 mm beneath 
the brain surface, using 30G exchangeable needles (Hamilton) . A high 
level expression of GFP protein was observed in ventricle ependymal 
cells (Figure 17). Furthermore, in the case of F deficient SeV vector , 
5 the expression of GFP protein was observed only in ependymal cells 
or nerve cells around the injection site, which come into contact 
with the virus, and no lesion was found in this region. Abnormality 
in behavior or changes in body weight were not observed in the 
administered rats until dissection. After dissection, no lesion was 
10 found in the brain or in any of the tissues and organs analyzed, such 
as liver, lung, kidney, heart, spleen, stomach, intestine, and so 
forth. 

[Example 7] Formation of F-less virus particles from F deficient SeV 
15 genome 
<1> 

F non-expressing LLC-MK2 cells and F expressing LLC-MK2 cells 
(LC-MK2/F7 ) were infected with F deficient SeV virus and cultured 
with ( + ) and without (-) trypsin. The result of HA assay of cell 

20 culture supernatant after 3 days is shown in Figure 18A. The culture 
supernatants were inoculated to embryonated chicken eggs, and the 
result of HA assay of chorioallantoic fluids after a 2 day-culture 
is shown in Figure 18B. "C" on top of panel indicates PBS used as 
the control group. The numbers indicated under "Dilution" indicates 

25 the dilution fold of the virus solution. Further, HA-positive 
chorioallantoic fluids in embryonated chicken eggs (lanes 11 and 12) 
was reinoculated into embryonated chicken eggs, and after culturing 
for two days, the chorioallantoic fluid was examined with HA assay 
(Figure 19C) . As a result, F non-expressing cells or embryonated 

30 chicken eggs infected with F deficient SeV virus were found to be 
HA-positive. However, viruses had not propagated after 

re-inoculation to embryonated chicken eggs, proving that the 
HA-positive virus solution does not have secondary infectivity. 
<2> 

35 The non-infectious virus solution amplified in F non-expressing 

cells was examined for the existence of virus particles. Northern 
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blot analysis was performed for total RNA prepared from the culture 
supernatant of F expressing cells, HA-positive, non-infectious 
chorioallantoic fluid, and wildtype SeV by QIAamp viral RNA mini kit 
(QIAGEN) , using the F gene and HN gene as probes. As a result, bands 
5 were detected for RNA derived from chorioallantoic fluid or virus 
in culture supernatant of F expressing cells when the HN gene was 
used as the probe, whereas no bands were detected when using the F 
gene probe (Figure 10) . It was proven that the HA-positive, 
non-infectious fluid has non-infectious virus-like particles with 

10 an F deficient. ..genome. Further, analysis of the HA-positive, 
non-infectious virus solution by an immunoelectron microscopy 
revealed the existence of virus particles, and the envelope of virion 
reacted to the antibody recognizing gold colloid-labeled HN protein, 
but not to the antibody recognizing gold colloid-labeled F protein 

15 (Figure 20) . This result showed the existence of F-less virions, 
proving that the virus can be formed as a virion with HN protein alone, 
even without the existence of the F protein. It has been shown that 
SeV virion can form with F alone (Leyer, S. et al., J Gen. Virol 79, 
683-687 (1998)), and the present result proved for the first time 

20 that SeV virion can be formed with HN protein alone. Thus, the fact 
that F-less virions can be transiently produced in bulk in embryonated 
chicken eggs shows that virions packaging SeV F deficient RNP can 
be produced in bulk. 
<3> 

25 As described above, F-less virus virions transiently amplified 

in embryonated chicken eggs are not at all infective towards cells 
infected by the Sendai virus. To confirm that functional RNP 
structures are packaged in envelopes, F expressing cells and 
non-expressing cells were, mixed with cationic liposome (DOSPER, 

30 Boehringer mannheim) and transfected by incubation for 15 minutes 
at room temperature. As a result, GFP-expressing cells were not 
observed at all when the cells are not mixed with the cationic liposome, 
whereas all cells expressed GFP when mixed with cationic liposome. 
In F non-expressing cells, GFP expression was seen only in individual 

35 cells and did not extend to adjacent cells, whereas in F expressing 
cells, GFP-expressing cells extended to form colonies (Figure 21) . 
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Therefore, it became clear that non-infectious virions transiently 
amplified in embryonated chicken eggs could express a gene when they 
are introduced into cells by methods such as transf ection . 

5 [Example 8] Reconstitution and amplification of the virus from 
FHN-def icient SeV genome 

Construction of FHN-def icient genomic cDNA> 

To construct FHN-def icient SeV genomic cDNA (pSeV18 + /AFHN) , 
pUC18/KS was first digested with EcoRI to construct pUC18/Eco, and 

10 then whole sequence from. start, cqdon of F gene to stop codon of HN 
gene (4866-13419)' was deleted, then it was ligated at BsiwI site 
(cgtacg) . After the sequence of FHN deleted region was confirmed by 
base sequencing, EcoRI fragment (4057 bp) was recovered from gels 
to substitute for EcoRI fragment of pUC18/KS to accomplish the 

15 construction. A KpnI/SphI fragment (14673 bp) comprising the FHN 
deleted region was recovered from gels to substitute for KpnI/SphI 
fragment of pSeV18 + to obtain plasmid pSeV18 + /AFHN . 

On the other hand, the construction of FHN-def icient SeV cDNA 
introduced with GFP was accomplished as follows. Sall/Xhol fragment 

20 (7842 bp) was recovered from pSeV18 + /AFHN, and cloned into pGEMUZ 
(Promega) . The resultant plasmid was named as pGEMUZ/SXdFHN . To 
the FHN-def icient site of pGEMUZ/SXdFHN, PCR product with Bsixl sites 
at both ends of ATG-TAA (846 bp) of d2EGFP (Clontech) was ligated 
by digesting with Bsixl enzyme. The resultant plasmid was named as 

25 pSeV18 + /AFHN-d2GFP. 

Establishment of FHN-def icient , protein co-expressing cell line> 
The plasmid expressing F gene is identical to the one used for 
establishment of F deficient, protein co-expressing cell line, and 
plasmid expressing HN gene was similarly constructed, and the fragment 

30 comprising ORF of HN was inserted to unique Swal site of pCALNdlw 
(Arai et al., described above) to obtain plasmid named pCALNdLw/HN. 

LLC-MK2 cells were mixed with same amount or different ratio 
of pCALNdLw/F and pCALNdLw/HN, to introduce genes using mammalian 
transfection kit (Stratagene) , according to the manufacture's 

35 protocol. Cells were cloned after a three week-selection with G418. 
Drug resistant clones obtained were infected with a recombinant 
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adenovirus (Ade/Cre, Saito et al., described above) (moi=10), which 
expresses Cre DNA recombinase. Then the cells were collected 3 days 
after inducing expression of F and HN protein after washing 3 times 
with PBS(-), and they were probed with monoclonal IgG of anti-SeV 
5 F protein and anti-SeV HN protein by using Western blotting method 
(Figure 22) . 

Construction of pGEM/FHN> 

F and HN fragments used for the construction of pCALNdLw/F and 
pCALNdLw / HN were, cloned into :pGEM4Z and pGEM3Z (Promega) to obtain 

10 pGEM4Z/F and pGEM3Z/HN, respectively. A fragment obtained by PvuII 
digestion of the region comprising T7 promoter and HN of pGEM3Z/HN 
was recovered, and ligated into the blunted site cut at the SacI unique 
site at the downstream of F gene of pGEM4Z/F. F and HN proteins were 
confirmed by Western blotting using anti-F or anti-HN monoclonal 

15 antibodies to be expressed simultaneously when they were aligned in 
the same direction. 

<Reconstitution of FHN-def icient virus> 

The reconstitution of FHN-def icient viruses (P0) was done in 
-two ways. One was using the RNP transfection method as used in the 

20 reconstitution of F deficient virus, and the other was using T7 to 
supply co-expressing plasmids . Namely, under the regulation of T7 
promoter, plasmids expressing F and HN proteins were constructed 
separately, and using those plasmids F and HN proteins were supplied 
for the reconstitution. In both methods, reconstituted viruses were 

25 amplified by FHN coexpressing cells. FHN-def icient , GFP-expressing 
SeV cDNA (pSeV18 + /AFHN-d2GFP) , pGEM/NP, pGEM/P, pGEM/L, and pGEM/FHN 
were mixed in the ratio of 12 jag/10 cm dish, 4 jj.g/10 cm dish, 2 jxg/10 
cm dish, 4 fig/10 cm dish, and 4 |ug/10 cm dish (final total volume, 
3 ml/10 cm dish) for gene introduction into LLC-MK2 cells in the same 

30 way as F deficient SeV reconstitution described above. Three hours 
after the gene introduction, media was changed to MEM containing AraC 
(40 jig /ml f SIGMA) and trypsin (7.5|ig/ml, GIBCO) , and cultured further 
for 3 days. Observation was carried out by fluorescence stereoscopic 
microscope 2 days after gene introduction. The effect of pGEM/FHN 

35 addition was analyzed, and the virus formation was confirmed by the 
spread of GFP-expressing cells. As a result, a spread of 
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GFP-expressing cells was observed when pGEM/FHN was added at 
reconstitution, whereas the spread was not observed when pGEM/FHN 
was not added, and the GFP expression was observed only in a single 
cell (Figure 23) . It is demonstrated that the addition at FHN protein 
5 reconstitution caused virus virion formation. On the other hand, in 
the case of RNP transf ection, virus recovery was successfully 
accomplished in FHN expressing cells of PI, as in the case of F 
deficiency (Figure 24, upper p'^n'el) . 

Virus amplification was confirmed after infection of 

10 FHN-def icient virus solution to cells induced to express FHN protein 
6 hours or more after Ade/Cre infection (Figure 24, lower panel). 

Solution of viruses .reconstituted from FHN-def icient 
GFP-expressing SeV CDNA was infected to LLC-MK2, LLC-MK2/F, 
LLC-MK2/HN and LLC-MK2/FHN cells, and cultured with or without the 

15 addition of trypsin. After 3 days of culture, spread of GFP protein 
expressing cells was analyzed. As a result, spread of GFP was observed 
only in LLC-MK2 / FHN , confirming that the virus solution can be 
amplified specifically by FHN co-expression and in a trypsin dependent 
manner (Figure 25) . 

20 To confirm FHN-def icient viral genome, culture supernatant 

recovered from LLC-MK2 / FHN cells was centrifuged, and RNA was 
extracted using QIAamp Viral RNA mini kit (QIAGEN) , according to 
manufacturer's protocol. The RNA was used for template synthesis of 
RT-PCR using Superscript Preamplif ication System for first Strand 

25 Synthesis (GIBCO BRL) , and PCR was performed using TAKARA Z-Taq 
(Takara) . F-deficient virus was used as a control group. PCR primer 
sets were selected as combination of M gene and GFP gene, or combination 
of M gene and L gene (for combination of M gene and GFP gene (M-GFP) , 
forward: 5 1 -atcagagacctgcgacaatgc / SEQ ID NO: 13, reverse: 

30 5 1 -aagtcgtgctgcttcatgtgg / SEQ ID NO: 14; for combination of M gene 
and L gene (M-L) , forward: 5 ? -gaaaaacttagggataaagtccc / SEQ ID NO: 
15, reverse: 5 1 -gttatctccgggatggtgc / SEQ ID NO: 16). As a result, 
specific bands were obtained for both F-deficient and FHN-def icient 
viruses at RT conditions when using M and GFP genes as primers. In 

35 the case of using M and L genes as primers, the bands with given size 
comprising GFP were detected for FHN deficient sample, and lengthened 
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bands with the size comprising HN gene were detected for F deficient 
one. Thus, FHN deficiency in genome structure was proven (Figure 26) . 

On the other hand, FHN-def icient virus was infected to F 
expressing cells similarly as when using the F-deficient virus, and 
5 culture supernatant was recovered after 4 days to perform infection 
experiment toward LLC-MK2, LLC-MK2/F, and LLC-MK2/FHN. As a result, 
GFP expression cell was not observed in any infected cell, showing 
that the virus has.no infectiousness to these cells. However, it has 
been already reported that F protein alone is enough to form virus 

10 particles. (Kato, A. et al., Genes cells 1, 569-579 (1996)) and that 
asialoglycoprotein " i eceptor (ASG-R) mediates specific infection to 
hepatocytes (Spiegel et al., J. Virol 72, 5296-5302, 1998). Thus, 
virions comprising FHN-def icient RNA genome, with virus envelope 
configured with only F protein may be released to culture supernatant 

15 of F expressing cells . Therefore, culture supernatant of F expressing 
cells infected with FHN-def icient virus was recovered, and after 
centrif ugation, RNA was extracted as described above and analyzed 
by RT-PCR by the method described above. As a result, the existence 
of RNA comprising FHN-def icient genome was proved as shown in Figure 

20 27. 

Western blotting analysis of virus virion turned into pseudotype 
with VSV-G clearly shows that F and HN proteins are not expressed. 
It could be said that herein, the production system of FHN-def icient 
virus virions was established. 

25 Moreover, virions released from F protein expressing cells were 

overlaid on FHN expressing or non-expressing LLC-MK2 cells with or 
without mixing with a cationic liposome (50 ^il DOSPER/500 jil/well) . 
As a result, spread of GFP-expressing cells was observed when overlaid 
as mixture with DOSPER, while HN-less virion only has no infectiousness 

30 at all, not showing GFP-expressing cells, as was seen in the case 
of F-less particles described above. In FHN non-expressing cells GFP 
expressing cell was observed, but no evidence of virus re-formation 
and spread was found. 

These virus-like particles recovered from F expressing cells 

35 can infect cells continuously expressing ASG-R gene, ASG-R 
non-expressing cells, or hepatocytes, and whether the infection is 
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liver-specific or ASG-R specific can be examined by the the method 
of Spiegel et al. 

[Example 9] Application of deficient genome RNA virus vector 
5 1 . F-def icient RNP amplified in the system described above is enclosed 
by the F-less virus envelope. The envelope can be introduced into 
cells by adding any desired cell-introducing capability to the 
envelope by chemical modification methods and such, or by gene 
introducing reagents or gene guns or the like (RNP transf ection, or 
10 RNP injection), and the recombinant RNA genome can replicate and 
produce proteins autonomously ancl continuously in the cells. 

2. A vector capable of specific targeting can be produced, when 
intracellular 'domain of HN is left as-is, and the extracellular domain 
of HN is fused with ligands capable of targeting other receptors in 

15 a specific manner, and recombinant gene capable of producing chimeric 
protein is incorporated into viral-genome. In addition, the vector 
can be prepared in cells producing the recombinant protein. These 
vectors can be applicable to gene therapy, as vaccines, or such. 

3. Since the reconstitution of SeV virus deficient in both FHN has 
20 been successfully accomplished, targeting vector can be produced by 

introducing target ing-capable envelope chimeric protein gene into 
FHN deletion site instead of the GFP gene, reconstituting it by the 
same method as in the case of FHN-def icient vector, amplifying the 
resultant once in FHN-expressing cells, infecting the resultant to 
25 non-expressing cells, and recovering virions formed with only the 
targeting-capable chimeric envelope protein transcribed from the 
viral-genome . 

4 . A mini-genome of Sendai virus and a virion formed with only F protein 
packaging mini-genome by introducing NP, P, L and F gene to cells 

30 have been reported (Leyer et al., J Gen. Virol 79,683-687, 1998). 
A vector in which murine leukemia virus is turned into pseudo-type 
by Sendai F protein has also been reported (Spiegel et al., J. Virol 
72, 5296-5302, 1998) . Also reported so far is the specific targeting 
of trypsin-cleaved F-protein to hepatocytes mediated by ASG-R (Bitzer 

35 et al., J.Virol. 71, 5481-5486, 1997). The systems in former reports 
are transient particle-forming systems, which make it difficult to 
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continuously recover vector particles. Although Spiegel et al. has 
reported retrovirus vector turned into pseudo-type by Sendai F protein, 
this method carries intrinsic problems like the retrovirus being able 
to introduce genes to only mitotic cells. The virus particles 
5 recovered in the present invention with a FHN co-deficient SeV 
viral-genome and only the F protein as the envelope protein are 
efficient RNA vectors capable of autonomous replication in the 
cytoplasm irrespective of cell mitosis. They are novel virus 
particles, and is a practical; system facilitating mass production. 

10 

[Example 10].., Virus reconstitution and amplification from 
FHN-def icient SeV genome 

The techniques of reconstitution of infectious virus particles 
from cDNA that cloned the viral genome has been established for many 
15 single strand minus strand RNA viruses such as the Sendai virus, 
measles virus. 

In most of the systems, reconstitution is carried out by 
introducing plasmids introduced with cDNA, NP, P, and L genes at the 
downstream of T7 promoter into cells and expressing cDNA and each 

20 gene using T7 polymerase. To supply T7 polymerase, recombinant 
vaccinia virus expressing T7 polymerase is mainly used. 

T7 expressing vaccinia virus can express T7 polymerase 
efficiently in most cells. Although, because of vaccinia 
virus-induced cytotoxicity, infected cells can live for only 2 or 

25 3 days . Inmost cases, rifampicin is used as an anti-vaccinia reagent . 
In the system of Kato et al. (Kato, A. et al., Genes cells 1, 569-579 
(1996)), AraC was used together with rifampicin for inhibiting 
vaccinia virus growth to a minimum level, and efficient reconstitution 
of Sendai virus. 

30 However, the reconstitution efficiency of minus strand RNA virus 

represented by Sendai virus is several particles or less in lx 10 5 
cells, far lower than other viruses such as retroviruses. 
Cytotoxicity due to the vaccinia virus and the complex reconstitution 
process (transcribed and translated protein separately attaches to 

35 bare RNA to form RNP-like structure, and after that, transcription 
and translation occurs by a polymerase) can be given as reasons for 
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this low reconstitution efficiency. 

In addition to the vaccinia virus, an adeno virus system was 
examined as a means for supplying T7 polymerase, but no good result 
was obtained. Vaccinia virus encodes RNA capping enzyme functioning 
5 in cytoplasm as the enzyme of itself in addition to T7 polymerase 
and it is thought that the enzyme enhances the translational efficiency 
by capping the RNA transcribed by T7 promoter in the cytoplasm. The 
present invention tried to enhance the reconstitution efficiency of 
Sendai virus by treating vaccinia virus with Psoralen-Long-Wave-UV 

10 method to avoid cytotoxicity due to the vaccinia virus. 

By DNA cross-linking with Psoralen and long-wave ultraviolet 
light, the state in 'which the replication of virus with DNA genome 
is inhibited, without effecting early gene expression in particular, 
can be obtained. The notable effect seen by inactivation of the virus 

15 in the system may be attributed to that vaccinia virus having a long 
genome (Tsung, K. et al., J Virol 70, 165-171 (1996)). 

In the case of wildtype virus that can propagate autonomously, 
even a single particle of virus formed by reconstitution makes it 
possible for Sendai virus to be propagated by inoculating transfected 

20 cells to embryonated chicken eggs. Therefore, one does not have to 
consider of the efficiency of reconstitution and the residual vaccinia 
virus seriously. 

However, in the case of reconstitution of various mutant viruses 
for researching viral replication, particle formation mechanism, and 

25 so on, one may be obligated to use cell lines expressing a protein 
derived from virus and such, not embryonated chicken eggs, for 
propagation of the virus. Further, it may greatly possible that the 
mutant virus or deficient virus propagates markedly slower than the 
wild type virus. 

30 To propagate Sendai virus with such mutations, transfected cells 

should be overlaid onto cells of the next generation and cultured 
for a long period. In such cases, the reconstitution efficiency and 
residual titer of vaccinia virus may be problematic. . In the present 
method, titer of surviving vaccinia virus was successfully decreased 

35 while increasing reconstitution efficiency. 

Using the present method, a mutant virus that could have not 
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been ever obtained in the former system using a non-treated vaccinia 
virus was successfully obtained by reconstitution (F, FHN-def icient 
virus) . The present system would be a great tool for the 
reconstitution of a mutant virus, which would be done more in the 
5 future. Therefore, the present inventors examined the amount of 
Psoralen and ultraviolet light (UV) , and the conditions of vaccinia 
virus inactivation . 
<Experiment> 

First, Psoralen concentration was tested with a fixed 

10 irradiation time of 2 min. Inactivation was tested by measuring the 
titer of vaccinia virus by plaque formation, and by measuring T7 
polymerase activity' by pGEM-luci' -plasmid under the control of T7 
promoter and mini-genome of Sendai virus. The measurement of T7 
polymerase activity of mini-genome of Sendai virus is a system in 

15 which cells are transf ected concomitantly with plasmid of mini-genome 
of Sendai virus and pGEM/NP, pGEM/P, and pGEM/L plasmids, which express 
NP-, P-, and L-protein of Sendai virus by T7, to examine transcription 
of luciferase enzyme protein by RNA polymerase of Sendai virus after 
the formation of ribonucleoprotein complex. 

20 After the 2 min UV irradiation, decrease in titer of vaccinia 

virus depending on psoralen concentration was seen. However, T7 
polymerase activity was unchanged for a Psoralen concentration up 
to 0, 0.3, and 1 jag/ml, but decreased approximately to one tenth at 
10 ng/ml (Figure 28) . 

25 Furthermore, by fixing Psoralen concentration to 0.3 jig/ml, UV 

irradiation time was examined. In accordance with the increase of 
irradiation time, the titer of vaccinia virus was decreased, although 
no effect on T7 polymerase activity was found up to a 30 min irradiation . 
In this case, under the conditions of 0 . 3 jig/ml and 30 min irradiation, 

30 titer could be decreased down to 1/1000 without affecting T7 polymerase 
activity (Figure 29) . 

However, in vaccinia virus with a decreased titer of 1/1000, 
CPE 24 hours after infection at moi=2 calibrated to pretreatment titer 
(moi=0.002 as residual titer after treatment) was not different from 

35 that of non-treated virus infected at moi=2 (Figure 30). 

Using vaccinia virus treated under the conditions described 
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above, the efficiency of reconstitution of Sendai virus was examined. 
Reconstitution was carried out by the procedure described below, 
modifying the method of Kato et al. mentioned above. LLC-MK2 cells 
were seeded onto 6-well microplates at 3x 10 5 cells/well, and after 
5 an overnight culture, vaccinia virus was diluted to the titer of 6x 
10 5 pfu/100 (al calibrated before PLWUV treatment, and infected to 
PBS-washed cells. One hour after infection, 100 jul of OPTI-MEM added 
with 1, 0.5, 1, and 4 ^ig of plasmid pGEM-NP, P, L, and cDNA, respectively, 
was further added with 10 |il Superfect (QIAGEN) and left standing 

10 for 15 min at room temperature, and after adding 1 ml OPTI-MEM (GIBCO) 
(containing Rif.and AraC) , was overlaid onto the cells. 

Two, three and four days after transf ection, cells were 
recovered', ^ cehtrlf uged, and suspended in 300 jal/well of PBS. 100 jal 
of cell containing solution made from the suspension itself, or by 

15 diluting the suspension by 10 or 100 folds, was inoculated to 
embryonated chicken eggs at day 10 following fertilization, 4 eggs 
for each dilution (Ix 10 5 , lx 10 4 , and Ix 10 3 cells, respectively) . 
After 3 days, allantoic fluid was recovered from the eggs and the 
reconstitution of virus was examined by HA test (Table 1) . Eggs with 

20 HA activity was scored as 1 point, 10 points and 100 points for eggs 
inoculated with lx 10 5 , lx 10 4 , and lx 10 3 cells, respectively, to 
calculate the Reconstitution Score (Figure 31) . The formula is as 
shown in Table 1. 

25 Table 1. Effect of the duration of UV treatment of vaccinia virus 
on reconstitution efficiency of Sendai virus 
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Also, residual titers of vaccinia virus measured at 2, 3, and 
4 days after transfection within cells were smaller in the treated 
5 group in proportion to the titer given before transfection (Figure 
32) . 

By inactivating vaccinia virus by PLWUV, titer could be 
decreased down to 1/1000 without affecting T7 polymerase activity. 
However, CPE derived from vaccinia virus did not differ from that 
10 of non-treated virus with a 1000 fold higher titer as revealed by 
microscopic observations . 

Using vaccinia virus treated with the condition described above 
for reconstitution of Sendai virus, reconstitut ion efficiency 
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increased from ten to hundred folds (Figure 31) . At the same time, 
residual titer of vaccinia virus after transfection was not 5 pfu/10 5 
cells or more. Thus, the survival of replicable vaccinia virus was 
kept at 0.005% or less. 

5 

[Example 11] Construction of pseudotype Sendai virus 
<1> Preparation of helper cells in which VSV-G gene product is induced 
Because VSV-G gene product has a cytotoxicity, stable 
transf ormant was created in LLC-MK2 cells using plasmid pCALNdLG (Arai 

10 T. etal., J. Virology 72 (1998) plll5-1121) in which VSV-G gene product 
can be induced by Cre recombinase. Introduction of plasmid into 
LLC-MK2 cells was accomplished by calcium phosphate method 
(CalPhosTMMammalian Transfection Kit, Clontech) , according to 
accompanying manual. . . 1 

15 Ten micrograms of plasmid pCALNdLG was introduced into LLC-MK2 

cells grown to 60% confluency in a 10 cm culture dish. Cells were 
cultured for 24 hours with 10 ml MEM-FCS 10% medium in a 5% C0 2 incubator 
at 37°C. After 24 hours, cells were scraped off and suspended in 10 
ml of medium, and then using five 10 cm culture dishes, 1, 2 and 2 

20 dishes were seeded with 5 ml, 2 ml and 0.5 ml, respectively. Then 
they were cultured for 14 days in 10 ml MEM-FCS 10% medium containing 
1200 ng/ml G418 (GIBCO-BRL) with a medium change on every other day 
to select stable transf ormants . Twenty-eight clones resistant to 
G418 grown in the culture were recovered using cloning rings. Each 

25 clone was expanded to confluency in a 10 cm culture dish. 

For each clone, the expression of VSV-G was examined by Western 
blotting described below using anti-VSV-G monoclonal antibody, after 
infection with recombinant adenovirus AxCANCre containing Cre 
recombinase . 

30 Each clone was grown in a 6 cm culture dish to confluency, and 

after that, adenovirus AxCANCre was infected at MOI=10 by the method 
of Saito et al. (see above), and cultured for 3 days. After removing 
the culture supernatant, the cells were washed with PBS, and detached 
from the culture dish by adding 0 . 5 ml PBS containing 0.05% trypsin 

35 and 0.02% EDTA ( ethylenediaminetetraacetic acid) and incubating at 
37 °C, 5 min. After suspending in 3 ml PBS, the cells were collected 
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by centrif ugation at 1500x g, 5 min. The cells obtained were 
resuspended in 2 ml PBS, and then centrifuged again at 1500x g, 5 
min to collect cells. 

The cells can be stored at -20°C, and can be used by thawing 

5 according to needs. The collected cells were lysed in 100 jxl cell 
lysis solution (RIPA buffer, Boehringer Mannheim) , and using whole 
protein of the cells (lx 10 5 cells per lane) Western blotting was 
performed. Cell lysates .were dissolved in SDS-polyacrylamide gel 
electrophoresis 'sample buffer (buffer comprising 6 mM Tris-HCl 

10 (pH6.8), 2% SDS, 10% glycerol, 5% 2-mercaptoethanol ) and subjected 
as samples for electrophoresis after heating at 95°C, 5 min. The 
samples were separated by electrophoresis using SDS-polyacrylamide 
gel (Multigel 10/20, Daiichi Pure Chemicals Co., Ltd), and the 
separated protein was then transferred to transfer membrane 

15 (Immobilon-P Transf erMembranes , Millipore) by semi-dry blotting 
method. Transfer was carried out using transfer membrane soaked with 
100% methanol for 20 sec and with water for 1 hour, at a 1 mA/cm 2 constant 
current for 1 hour. 

The transfer membrane was shaken in 40 ml of blocking solution 

20 (Block-Ace, Snow Brand Milk Products Co . , Ltd.) for 1 hour, and washed 
once in PBS. 

The transfer membrane and 5 ml anti-VSV-G antibody (clone P4D4, 
Sigma) diluted 1/1000 by PBS containing 10% blocking solution were 
sealed in a vinyl-bag and left to stand at 4°C. 
25 The transfer membrane was soaked twice in 40 ml of PBS-0 . 1% Tween 

20 for 5 min, and after the washing, soaked in PBS for 5 min for washing. 

The transfer membrane and 5 ml of anti-mouse IgG antibody labeled 
with peroxidase (anti-mouse immunoglobulin, Amersham) diluted to 
1/2500 in PBS containing 10% blocking solution were sealed in vinyl-bag 
30 and were shaken at room temperature for 1 hour. 

After shaking, the transfer membrane was soaked twice in 
PBS-0. 1% Tween 20 for 5 min, and after the washing, soaked in PBS 
for 5 min for washing . 

The detection of proteins on the membrane crossreacting with 
35 anti-VSV-G antibody was carried out by the luminescence method (ECL 
Western blotting detection reagents, Amersham) . The result is shown 
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in Figure 33. Three clones showed AxCANCre infection specific VSV-G 
expression, confirming the establishment of LLC-MK2 cells in which 
VSV-G gene product can be induced. 

One clone among the clones obtained, named as LLCG-L1, was 
5 subjected to flow cytometry analysis using anti-VSV antibody (Figure 
34). As a result, reactivity with antibody specific to VSV-G gene 
induction was detected in LLCG-L1, confirming that VSV-G protein is 
expressed on the cell surface. 

10 <2> Preparation -of pseudotype Sendai virus comprising a genome 
deficient in the F gene using helper cells 

Sendai virus comprising a genome deficient in F gene was infected 
to VSV-G gene expressing cells, and whether production of pseudotype 
virus with VSV-G as capsid can be seen or not was examined using 

15 F-def icient Sendai virus comprising GFP gene described in the examples 
above, and the expression of GFP gene as an index. As a result, in 
LLCG-L1 without infection of recombinant adenovirus AxCANCre 
comprising Cre recombinase, viral gene was introduced by F-def icient 
Sendai virus infection and GFP-expressing cells were detected, 

20 although the number of expressing cells was not increased. In VSV-G 
induced cells, chronological increase of GFP-expressing cells was 
found. When 1/5 of supernatants were further added to newly VSV-G 
induced cells, no gene introduction was seen in the former supernatant, 
while the increase of GFP-expressing cells as well as gene introduction 

25 were found in the latter supernatant. Also, in the case that 
supernatant from latter is added to LLCG-L1 cells without induction 
of VSV-G, gene was introduced, but increase of GFP-expressing cells 
was not seen. Taken together, virus propagation specific to VSV-G 
expressing cells was found, and pseudotype F-deficient virus 

30 formation with VSV-G was found. 

<3> Evaluation of conditions for producing pseudotype Sendai virus 
with F gene-deficient genome 

A certain amount of pseudotype Sendai viruses with F 
gene-deficient genomes was infected changing the amount of AxCANCre 

35 infection (MOI=0, 1.2*5, 2.5, 5, and 10) and culture supernatant was 
recovered at day 7 or day 8. Then, the supernatant was infected to 
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the cells before and after induction of VSV-G, and after 5 days, number 
of cells expressing GFP was compared to see the effect of amount of 
VSV-G gene expression. As a result, no virus production was found 
at MOI = 0 and maximum production was found at MOI = 10 (Figure 35) . In 
5 addition, when time course of virus production was analyzed, the 
production level started to increase from day 5 or after, persisting 
to day 8 (Figure 36) . The measurement of virus titer was accomplished 
by calculating the number of particles infected to cells in the virus 
solution (CIU) , by counting GFP-expressing cells 5 days after 
10 infection of serially (10 fold each) diluted virus solutions to cells 
not yet induqed^ wit t h VSV-G . As a ( result, the maximal virus production 
was found to be 5x 10 5 CIU /ml. 

<4> Effect of anti-VSV antibody on infectiousness of pseudotype Sendai 
virus with F gene-deficient genome 

15 As to whether pseudotype Sendai virus with F gene-deficient 

genome obtained by using VSV-G expressing cells comprises VSV-G 
protein in the capsid, the neutralizing activity of whether 
infectiousness will be affected was evaluated using anti-VSV antibody. 
Virus solution and antibody were mixed and lest standing at room 

20 temperature for 30 min, and then infected to LLCG-L1 cells without 
VSV-G induction. On day 5, gene-introducing capability was examined 
by the existence of GFP-expressing cells. As a result, perfect 
inhibition of infectiousness was seen by the anti-VSV antibody, 
whereas in Sendai virus with F gene-deficient genome having the 

25 original capsid, the inhibition was not seen (Figure 37) . Therefore, 
it was clearly shown that the present virus obtained is a pseudotype 
Sendai virus comprising VSV-G protein in its capsid, in which 
infectiousness of the virus can be specifically inhibited by an 
antibody. 

30 <5> Confirmation of pseudotype Sendai virus's possession of 

F-def icient genome 

Western blotting analysis of cell extract of infected cells was 

carried out to examine if the present virus propagated in cells 

expressing VSV-G gene is the F-def icient type. Western analysis was 
35 accomplished by the method described above . As the primary antibodies , 

anti-Sendai virus polyclonal antibody prepared from rabbit, anti-F 
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protein monoclonal antibody prepared from mouse, and anti-HN protein 
monoclonal antibody prepared from mouse were used. As the secondary 
antibodies, anti-rabbit IgG antibody labeled with peroxidase in the 
case of anti-Sendai virus polyclonal antibody, and anti-mouse IgG 
5 antibody labeled with peroxidase in the case of anti-F protein 
monoclonal antibody and anti-HN protein monoclonal antibody, were 
used. As a result, F protein was not detected, whereas protein derived 
from Sendai virus and HN protein were detected, confirming it is 
F-deficient type. 

10 <6> Preparation of pseudotype Senda;i virus with F and HN gene-deficient 
genome by using 'helper cells' 

Whether the production of pseudotype virus with VSV-G in its 
capsid is observed after the infection of Sendai virus with F and 
HN gene-deficient genome to LLCG-L1 cells expressing VSV-G gene was 

15 analyzed using GFP gene expression as the indicator and F and HN 
gene-deficient Sendai virus comprising GFP gene described in examples 
above, by a similar method as described in examples above . As a result, 
virus propagation specific to VSV-G expressing cells was observed, 
and the production of F and HN deficient Sendai virus that is a 

20 pseudotype with VSV-G was observed (Figure 38) . The measurement of 
virus titer was accomplished by calculating the number of particles 
infected to cells in the virus solution (CIU) , by counting 
GFP-expressing cells 5 days after infection of serially (10 fold each) 
diluted virus solutions to cells not yet induced with VSV-G. As a 

25 result, the maximal virus production was lx 10 6 ClU/ml. 

<7> Confirmation of pseudotype Sendai virus's possession of F and 
HN deficient genome 

Western blotting of proteins in cell extract of infected cells 
was carried out to analyze whether the present virus propagated in 

30 VSV-G expressing cells are the F and HN deficient type. As a result, 
F and HN proteins were not detected, whereas proteins derived from 
Sendai virus were detected, confirming that it is F and HN deficient 
type (Figure 39) . 

35 [Example 12] Analysis of virus reconstitution method 
Conventional method> 
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LLC-MK2 cells were seeded onto 100 mm culture dishes at 5x 10 6 
cells/dish. After a 24 hour culture, the cells were washed once with 
MEM medium without serum, and then infected with recombinant vaccinia 
virus expressing T7 RNA polymerase (Fuerst, T.R. et al., Proc. Natl. 
5 Acad. Sci. USA 83, 8122-8126 1986) (vTF7-3) at room temperature for 
1 hour (moi=2) (moi=2 to 3, preferably moi=2 is used) . The virus used 
herein, was pretreated with 3 jj,g/ml psoralen and long-wave ultraviolet 
light (365 nm) for 5 min. Plasmids pSeV18 + /AF-GFP, pGEM/NP, pGEM/P, 
and pGEM/L (Kato, A. et al., Genes cells 1, 569-57 9(1996)) were 

10 suspended in Opti-MEM medium (GIBCO) at ratio of 12 jag, 4 |ag, 2 jag, 
and 4 jj.g/dish, respectively. Then, SuperFect transfection reagent 
(1 |iig DNA/5 QIAGEN) was added and left to stand at room temperature 
for 15 min and '3 ml Opti-MEM medium containing- 3% FBS was added. 
Thereafter, the cells were washed twice with MEM medium without serum, 

15 and DNA-SuperFect mixture was added. After a 3 hr culture, cells were 
washed twice with MEM medium without serum, and cultured 70 hours 
in MEM medium containing 40 jug/ml cytosine p-D-arabinof uranoside (AraC, 
Sigma) . Cells and culture supernatant were collected as P0-d3 samples . 
Pellets of P0-d3 were suspended in Opti-MEM medium (10 7 cells/ml) . 

20 They were f reeze-thawed three times and then mixed with lipofection 
reagent DOSPER (Boehringer Mannheim) (10 6 cells/25 \il DOSPER) and left 
to stand at room temperature for 15 min . Then, F expressing LLC-MK2/F7 
cells were transfected with the mixture (10 6 cells/well in 24-well 
plate) and cultured with MEM medium without serum (containing 40 jag/ml 

25 AraC and 7.5 jag/ml trypsin) . Culture supernatants were recovered on 
day 3 and day 7 and were designated as Pl-d3 and Pl-d7 samples. 
<Envelope plasmid + F expressing cells overlaying method> 

Transfection was carried out similarly as described above, 
except that 4 ^g/dish envelope plasmid pGEM/FHN was added. After a 

30 3 hr culture, cells were washed twice with MEM medium without serum, 
and cultured 48 hours in MEM medium containing 40 jug/ml cytosine 
p-D-arabinof uranoside (AraC, Sigma) and 7.5 jxg/ml trypsin. After 
removing the culture supernatant, cells were overlaid with 5 ml cell 
suspension solution of a 100 mm dish of F expressing LLC-MK2/F7 cells 

35 suspended with MEM medium without serum (containing 40 jag/ml AraC 
and 7.5 |Lig/ml trypsin) . After a 48 hr culture, cells and supernatants 
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were recovered and designated as P0-d4 samples. Pellets of P0-d4 
samples were suspended in Opt i -MEM medium (2x 10 7 cells/ml) and 
f reeze-thawed three times. Then F expressing LLC-MK2/F7 cells were 
overlaid with the suspension (2x 10 6 cells/well, 24-well plate) and 
5 cultured in MEM medium without serum (containing 4 0 fig /ml AraC and 
7.5 jag/ml trypsin) . Culture supernatants were recovered on day 3 and 
day 7 of the culture, designated as Pl-d3 and Pl-d7 samples, 
respectively. As a control, experiment was carried out using the same 
method as described above, but without overlaying and adding only 

10 the envelope plasmid. 

<CIU (Cell Infectious Units) measurement by counting GFP-expressing 
cells (GFP-CIU)x,, v : « 

LLC-MK2 cells were seeded onto a 12-well plate at 2x 10 5 
cells/well, and after 24 hr culture the wells were washed once with 

15 MEM medium without serum. Then, the cells were infected with 100 
^1/well of appropriately diluted samples described above (P0-d3 or 
P0-d4, Pl-d3, and Pl-d7), in which the samples were diluted as 
containing 10 to 100 positive cells in 10 cm 2 . After 15 min, 1 ml/well 
of serum-free MEM medium was added, and after a further 24 hr culture, 

20 cells were observed under fluorescence microscopy to count 
GFP-expressing cells . 

<Measurement of CIU (Cell Infectious Units )> 

LLC-MK2 cells were seeded onto a 12-well plate at 2x 10 5 
cells/dish and after a 24 hr culture, cells were washed once with 

25 MEM medium without serum. Then, the cells were infected with 100 
lil/well of samples described above, in which the virus vector contained 
is designated as SeV/AF-GFP. After 15 min, 1 ml/well of MEM medium 
without serum was added and cultured for a further 24 hours. After 
the culture, cells were washed with PBS (-) three times and were dried 

30 up by leaving standing at room temperature for approximately 10 min 
to 15 min. To fix cells, 1 ml/well acetone was added and immediately 
removed, and then the cells were dried up again by leaving to stand 
at room temperature for approximately 10 min to 15 min. 300 jal/well 
of anti-SeV polyclonal antibody (DN-1) prepared from rabbit , 100-fold 

35 diluted with PBS (-) was added to cells were and incubated for 45 
min at 37°C. Then, they were washed three times with PBS (-) and 300 
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jil/well of anti-rabbit IgG (H+L) fluorescence-labeled second antibody 
(Alexa™568, Molecular Probes ) , 200-fold diluted with PBS (-) was added 
and incubated for 45 min at 37 °C. After washing with PBS (-) three 
times, the cells were observed under fluorescence microscopy 
5 (Emission: 560 nm, Absorption: 645 nm filters, Leica) to find 
florescent cells (Figure 40) . 

As controls, samples described above (SeV/AF-GFP) were infected 
at 100 |al/well, and after 15 min 1 ml/well of MEM without serum was 
added, and after a 24 hr culture, cells were observed under 
10 fluorescence microscopy (Emission: 360 nm, Absorption: 47 0 nm filters , 
Leica) to find GFP-expressing cells, without the process after the 
culture. 

[Example 13] Evaluation of the most suitable PLWUV (Psoralen and 
15 Long-Wave UV light )v treatment conditions for vaccinia virus (vTF7-3) 
for increasing reconstitution efficiency of deficient-type Sendai 
virus vector 

LLC-MK2 cells were seeded onto 100 mm culture dishes at 5x 10 6 
cells/dish, and after a 24 hr culture, the cells were washed once 

20 with MEM medium without serum. Then, the cells were infected with 
recombinant vaccinia virus (vTF7-3) (Fuerst, T.R. et al., Proc. Natl. 
Acad. Sci. USA 83, 8122-8126(1986)) expressing T7 RNA polymerase at 
room temperature for 1 hour (moi=2) (moi=2 to 3, preferably moi=2 is 
used). The virus used herein, was pretreated with 0.3 to 3 jig/ml 

25 psoralen and long-wave ultraviolet light (365 nm) for 2 to 20 min. 
Plasmids pSeV18 + /AF-GFP, pGEM/NP, pGEM/P, and pGEM/L (Kato, A., et al . , 
Genes cells 1, 569-579 (1996)) were suspended in Opti-MEM medium 
(GIBCO) at ratio of 12 \iq , 4 ^ig, 2 jag, and 4 fig/dish, respectively. 
Then, SuperFect transfection reagent (1 [ig DNA/5 \x±, QIAGEN) was added 

30 and left to stand at room temperature for 15 min and 3 ml Opti-MEM 
medium containing 3% FBS was added. Thereafter, the cells were washed 
twice with MEM medium without serum, and then DNA-SuperFect mixture 
was added. After a 3 hr culture, cells were washed twice with MEM 
medium without serum, and cultured 4 8 hours in MEM medium containing 

35 40 jag/ml cytosine p-D-arabinof uranoside (AraC, Sigma) . 
Approximately 1/20 of field of view in 100 mm culture dish was observed 
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by a fluorescence microscope and GFP-expressing cells were counted. 
To test the inactivation of vaccinia virus (vTF7-3), titer measurement 
by plaque formation (Yoshiyuki Nagai et al., virus experiment 
protocols, p291-296, 1995) was carried out. 
5 Further, fixing the timing of recovery after transfection to 

day 3, psoralen and UV irradiation time were examined. Using vaccinia 
virus (vTF7-3) treated with each PLWUV treatment, reconstitution 
efficiency of Sendai virus was examined. Reconstitution was carried 
out by modifying the method of Kato et al., namely by the procedure 

10 described below. LLC-MK2 cells were seeded onto a 6-well microplate 
at 5x 10 5 cells/well, and after an overnight culture (cells were 
considered to grow to Ix 10 6 cells/well) , PBS washed cells were infected 
with diluted vaccinia virus (vTF7-3) at 2x 10 6 pfu/100 ^1 calibrated 
by titer before PLWUV treatment. After a 1 hour infection, 50 yil of 

15 Opt i -MEM medium (GIBCO) was added with 1, 0.5, 1, and 4 jag of plasmid 
pGEM/NP, pGEM/P, pGEM/L, and additional type SeV cDNA (pSeV18 + b 
( + )) (Hasan, M. K. et al . , J. General Virology 78: 2813-2820, 1997), 
respectively. 10 jil SuperFect (QIAGEN) was further added and left 
to stand at room temperature for 15 min. Then, 1 ml of Opt i -MEM 

20 (containing 40 jag/ml AraC) was added and overlaid onto the cells. 
Cells were recovered 3 days after transfection, then centrifuged and 
suspended in 100 )Ltl/well PBS. The suspension was diluted 10, 100, 
and 1000-fold and 100 jil of resultant cell solution was inoculated 
into embryonated chicken eggs 10 days after fertilization, using 3 

25 eggs for each dilution (lx 10 5 , lx 10 4 and Ix 10 3 cells, respectively) . 
After 3 days, allantoic fluid was recovered from the eggs and virus 
reconstitution was examined by HA test. To calculate reconstitution 
efficiency, eggs showing HA activity that were inoculated with lx 
10 5 cells, lx 10 4 cells and lx 10 3 cells, were counted as 1, 10, and 

30 100 point (s), respectively. 
<Results> 

Results of Examples 12 and 13 are shown in Figures 40 to 43, 
and Table 2. The combination of envelope expressing plasmid and cell 
overlay increased the reconstitution efficiency of SeV/AF-GFP. 
35 Notable improvement was obtained in d3 to d4 (day 3 to day4) of P0 
(before subculture) (Figure 41) . In Table 2, eggs were inoculated with 



THIS PAGE BLANK (uspto) 



cells 3 days after transf ection . The highest reconstitution 
efficiency was obtained in day 3 when treated with 0.3 jig/ml psoralen 
for 20 min. Thus, these conditions were taken as optimal conditions 
(Table 2) . 

Table 2: Effect 'of -iPLWUV treatment of vaccinia virus on reconstitution 
of Sendai virus 
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[Example 14] Preparation of LacZ-comprising, F-def icient , 
GFP-non-comprising Sendai virus vector 

Construction of F-deficient type, LacZ gene-comprising SeV vector 
cDNA> 

To construct cDNA comprising LacZ gene at Not I restriction site 
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existing at the upstream region of NP gene of pSeVl8 + /AF described 
in Example 1 (pSeV (+18 : LacZ ) /AF) , PCR was performed to amplify the 
LacZ gene. PCR was carried out by adjusting LacZ gene to multiples 
of 6 (Hausmann, S et al., RNA 2, 1033-1045 (1996)) and using primer 
5 ( 5 ' -GCGCGGCCGCCGTACGGTGGCAACCATGTCGTTTACTTTGACCAA-3 ' /SEQ ID NO: 
17) comprising No't : I ""restriction site for 5' end, and primer 
( 5 ' -GCGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGCGTACGCTATTACTTC 
TGACACCAGACCAACTGGTA-3 ' /SEQ ID NO: 18) comprising transcription 
termination signal of SeV (E) , intervening sequence (I), 

10 transcription initiation signal (S) , and Not I restriction site for 
3' end, using pCMV-p (Clontech) as template. The reaction conditions 
were as follows. 50 ng pCMV-p, 200 (J.M dNTP (Pharmacia Biotech), 100 
pM primers, 4 U Vent polymerase (New England Biolab) were mixed with 
the accompanying buffer, and 25 reaction temperature cycles of 94 °C 

15 30 sec, 50°C 1 min, 72°C 2 min were used. Resultant products were 
electrophoresed with agarose gel electrophoreses. Then, 3.2 kb 
fragment was cut out and digested with NotI after purification. 
pSeV (+18 : LacZ ) /AF was obtained by ligating with NotI digested 
fragment of pSeV18+/AF. 

20 Conventional method> 

LLC-MK2 cells were seeded onto 100 mm culture dish at 5x 10 6 
cells/dish, and after a 24 hour culture, the cells were washed once 
with MEM medium without serum. Then, the cells were infected with 
recombinant vaccinia virus (vTF7-3) (Fuerst, T.R. et al., Proc. Natl. 

25 Acad. Sci . USA 83, 8122-8126 (1986)) expressing T7 RNA polymerase 
at room temperature for 1 hour (moi=2) (moi=2 to 3, preferably moi=2 
is used) . The virus used herein was pretreated with 3 |ig/ml psoralen 
and long-wave ultraviolet light (365 nm) for 5 min. LacZ comprising, 
F-deficient type Sendai virus vector cDNA (pSeV ( + 18 : LacZ ) AF) , 

30 pGEM/NP, pGEM/P, and pGEM/L (Kato, A. et al., Genes Cells 1, 569-579 
(1996)) were suspended in Opti-MEM medium (GIBCO) at a ratio of 12 
\xq, 4 jag, 2 jag, and 4 |ag/dish, respectively, 4 jug/dish envelope plasmid 
pGEM/FHN and SuperFect transfection reagent (1 jag DNA/5 (al, QIAGEN) 
were added and left to stand at room temperature for 15 min. Then, 

35 3 ml Opti-MEM medium containing 3% FBS was added and the cells were 
washed twice with MEM medium without serum, and then the DNA-SuperFect 



THIS PAG6 BLANK 



mm, 



66 



mixture was added. After a 3 hr culture, cells were washed twice with 
MEM medium without serum, and cultured 2 4 hours in MEM medium 
containing 40 \xg/ml cytosine p-D-arabinof uranoside (AraC, Sigma) and 
7.5 jag /ml trypsin. Culture supernatants were removed and 5 ml of 
5 suspension of a 100 mm culture dish of F expressing LLC-MK2/F7 cells 
in MEM medium without serum (containing 40 jxg/ml AraC and 7.5 jig/ml 
trypsin) was overlaid onto the cells. After further a 48 hr culture, 
the cells, and supernatants were' recovered and designated as P0-d3 
samples. The P0'-d3.pellets were suspended in Opti-MEM medium (2x 10 7 

10 cells/ml) and after 3 times of f reeze-thawing, were mixed with 
lipofection reagent DOSPER (Boehringer Mannheim) (10 6 cells/25 \xl 
DOSPER) and left to stand at room temperature for 15 min. Then, F 
expressing LLC-MK2/F7 cells were transfected with the mixture (10 6 
cells/well, 24-well plate) and cultured with MEM medium without serum 

15 (containing 40 jig/ml AraC and 7.5 jag/ml trypsin). The culture 
supernatants were recovered on day 7, and designated as Pl-d7 samples. 
Further, total volumes of supernatants were infected to F expressing 
LLC-MK2/F7 cells seeded onto 12-well plates at 37 °C for 1 hour. Then, 
after washing once with MEM medium, the cells were cultured in MEM 

20 medium without serum (containing 4 0 jag/ml AraC and 7 . 5 jug/ml trypsin) . 
The culture supernatants were recovered on day 7, and were designated 
as P2-d7 samples. Further, total volumes of supernatants were 
infected to F expressing LLC-MK2/F7 cells seeded onto 6-well plates 
at 37 °C for 1 hour. Then, after washing once with MEM medium, the 

25 cells were cultured in MEM medium without serum (containing 7.5 jxg/ml 
trypsin) . The culture supernatants were recovered on day 7, and were 
designated as P3-d7 samples. Further, total volumes of supernatants 
were infected to F expressing LLC-MK2/F7 cells seeded onto 10 cm plates 
at 37 °C for 1 hour. Then, after washing once with MEM medium, the 

30 cells were cultured in MEM medium without serum (containing 40 jag/ml 
AraC and 7.5 jxg/ml trypsin) . The culture supernatants were recovered 
on day 7, and were designated as P4-d7 samples. 

<Measurement of CIU by counting LacZ-expressing cells (LacZ-CIU)> 
LLC-MK2 cells were seeded onto 6-well plate at 2 . 5x 10 6 
35 cells/well, and after a 24 hr culture, the cells were washed once 
with MEM medium without serum and infected with 1/10 fold serial 
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dilution series of P3-d7 made using MEM medium at 37 °C for 1 hour. 
Then, the cells were washed once with MEM medium and 1 . 5 ml MEM medium 
containing 10% serum was added. After a three day culture at 37°C, 
cells were stained with p-Gal staining kit (Invitrogen) . Result of 
5 experiment repeated three times is shown in Figure 44. As the result 
of counting LacZ staining positive cell number, Ix 10 6 ClU/ml virus 
was obtained in P3-d7 samples '.in any case. 

[Example 15] Regulation of gene expression levels using polarity 

10 effect in Sendai virus 

Construction of SeV genomic cDNA> 

Additional NotI sites were introduced into Sendai virus (SeV) 
full length genomic cDNA, namely pSeV(+) (Kato, A. et al., Genes to 
Cells 1: 569-579, 1996), in between start signal and ATG translation 

15 initiation signal of respective genes. Specifically, fragments of 
pSeV(+) digested with Sphl/Sall (2645 bp), Clal (3246 bp), and 
Clal/EcoRI (5146 bp) were separated with agarose gel electrophoreses 
and corresponding bands were cut out and then recovered and purified 
with QIAEXII Gel Extraction System.QlAGEN.as shown in Figure 45(A). 

20 The Sphl/Sall digested fragment, Clal digested fragment, and 
Clal/EcoRI digested fragment were ligated to LITMUS38 (NEW ENGLAND 
BIOLABS) , pBluescriptll KS+ ( STRATAGENE) , and pBluescript II KS+ 
(STRATAGENE) , respectively, for subcloning. Quickchange 
Site-Directed Mutagenesis kit (STRATAGENE) was used for successive 

25 introduction of NotI sites. Primers synthesized and used for each 
introduction were, sense strand: 

5 ' -ccaccgaccacacccagcggccgcgacagccacggcttcgg-3 ' (SEQ ID NO: 19), 
ant i sense strand: 5' -ccgaagccgtggctgtcgcggccgctgggtgtggtcggtgg-3' 
(SEQ ID NO: 20) for NP-P, sense .strand: 

30 5' -gaaatttcacctaagcggccgcaatggcagatatctatag-3' (SEQ ID NO: 21), 
antisense strand: 5' -ctatagatatctgccattgcggccgcttaggtgaaatttc-3 ' 
(SEQ ID NO: 22) for P-M, sense strand: 

5' -gggataaagtcccttgcggccgcttggttgcaaaactctcccc-3' (SEQ ID NO: 23), 
antisense strand: 

35 5' -ggggagagttttgcaaccaagcggccgcaagggactttatccc-3' (SEQ ID NO: 24) 
for M-F, sense strand: 
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5' -ggtcgcgcggtactttagcggccgcctcaaacaagcacagatcatgg-3' (SEQ ID NO: 

25) , antisense strand: 
5' -ccatgatctgtgcttgtttgaggcggccgctaaagtaccgcgcgacc-3' (SEQ ID NO: 

26) for F-HN, sense strand: 
5 5' -cctgcccatccatgacctagcggccgcttcccattcaccctggg-3' (SEQ ID NO: 27) , 

antisense ; - *- . strand: 

5' -cccagggtgaatgggaagcggccgctaggtcatggatgggcagg-3' (SEQ ID NO: 28) 
for HN-L. 

As templates, Sall/SphI fragment for NP-P, Clal fragments for 

10 P-M and M-F, and Clal/EcoRI fragments for F-HN and HN-L, which were 
subcloned as described above were used, and introduction was carried 
out according to the protocol accompanying Quickchange Site-Directed 
Mutagenesis kit. Resultants were digested again with the same enzyme 
used for subcloning, recovered, and purified. Then, they were 

15 assembled to Sendai virus genomic cDNA. As a result, 5 kinds of genomic 
cDNA of Sendai virus (pSeV(+)NPP, pSeV(+)PM, pSeV(+)MF, pSeV(+)FHN, 
and pSeV(+)HNL) in which NotI sites are introduced between each gene 
were constructed as shown in Figure 45(B). 

As a reporter gene to test gene expression level, human secreted 

20 type alkaline phosphatase (SEAP) was subcloned by PCR. As primers, 
5' primer: 5' -gcggcgcgccatgctgctgctgctgctgctgctgggcctg-3 ' (SEQ ID 
NO: 29) and 3' primer: 

5' -gcggcgcgcccttatcatgtctgctcgaagcggccggccg-3' (SEQ ID NO: 30) added, 
with AscI restriction sites were synthesized and PCR was performed. 

25 pSEAP-Basic (CLONTECH) was used as template and Pfu turbo DNA 
polymerase (STRATAGENE) was used as enzyme. After PCR, resultant 
products were digested with AscI, then recovered and purified by 
electrophoreses. As plasmid for subcloning, pBluescript II KS+ 
incorporated in its NotI site with synthesized double strand DNA [sense 

30 strand: 

5' -gcggccgcgtttaaacggcgcgccatttaaatccgtagtaagaaaaacttagggtgaaagt 
tcatcgcggccgc-3' (SEQ ID NO: 31) , antisense strand: 
5' -gcggccgcgatgaactttcaccctaagtttttcttactacggatttaaatggcgcgccgtt 
taaacgcggccgc-3' (SEQ ID NO: 32)] comprising multicloning site 
35 (Pmel-Ascl-Swal) and termination signal-intervening 

sequence-initiation signal was constructed (Figure 46) . To AscI site 
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of the plasmid, recovered and purified RCR product was ligated and 
cloned. The resultant was digested with NotI and the SEAP gene 
fragment was recovered and purified by electrophoreses to ligate into 
5 types of Sendai virus genomic cDNA and NotI site of pSeV18 + 
5 respectively. The resultant virus vectors were designated as 
pSeV(+)NPP/SEAP, pSeV (+) PM/SEAP, pSeV ( + ) MF/ SEAP, pSeV ( + ) FHN/SEAP, 
pSeV(+)HNL/SEAP, and pSeV18 (+) /SEAP, respectively. 
<Virus reconstitution> 

LLC-MK2,, cells iwere seeded onto 100 mm culture dishes at 2x 10 6 

10 cells/dish, and after 24 hour culture the cells were infected with 
recombinant vaccinia virus ( PLWUV-VacT7 ) (Fuerst, T.R. et al., Proc. 
Natl. Acad. Sci. USA 83: 8122-8126, 198 6, Kato, A. et al., Genes Cells 
1: 569-579, 1996) expressing T7 polymerase for 1 hour (moi=2) at room 
temperature for 1 hour, in which the virus was pretreated with psoralen 

15 andUV. Each Sendai virus cDNA incorporated with SEAP, pGEM/NP, pGEM/P, 
and pGEM/L were suspended in Opti-MEM medium (GIBCO) at ratio of 12 
(ag, 4 jig, 2 fig, and 4 |ag/dish, respectively, 110 jal of SuperFect 
transfection reagent (QIAGEN) was added, and left to stand at room 
temperature for 15 min and 3 ml Opti-MEM medium containing 3% FBS 

20 was added. Then, the cells were washed and DNA-SuperFect mixture was 
added. After a 3 to 5 hour culture, cells were washed twice with MEM 
medium without serum, and cultured 72 hours in MEM medium containing 
cytosine p-D-arabinof uranoside (AraC) . These cells were recovered 
and the pellets were suspended with 1 ml PBS, freeze-thawed three 

25 times. The 100 jil of resultant was inoculated into chicken eggs, which 
was preincubated 10 days, and further incubated 3 days at 35°C, then, 
allantoic fluid was recovered. The recovered allantoic fluids were 
diluted to 10~ 5 to 10~ 7 and re-inoculated to chicken eggs to make it 
vaccinia virus-free, then recovered similarly and stocked in aliquots 

30 at -80°C. The virus vectors were designated as SeVNPP/SEAP, 
SeVPM/SEAP, SeVMF/SEAP, SeVFHN/ SEAP, SeVHNL/SEAP, and SeV18/SEAP. 
<Titer measurement by plaque assay> 

CV-1 cells were seeded onto 6-well plates at 5x 10 5 cells/well 
and cultured for 24 hours. After washing with PBS, cells were 

35 incubated 1 hour with recombinant SeV diluted as 10" 3 , 10" 4 , 10~ 5 , 10~ 6 
and 10" 7 by BSA/PBS (1% BSA in PBS) , washed again with PBS, then overlaid 
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with 3 ml/well of BSA/MEM/agarose (0.2% BSA + 2x MEM, mixed with 
equivalent volume of 2% agarose) and cultured at 37 °C, 0.5% C0 2 for 
6 days. After the culture, 3 ml of ethanol/acet ic acid (ethanol : acetic 
acid=l:5) was added and left to stand for 3 hours, then removed with 
5 agarose. After washing three times with PBS, cells were incubated 
with rabbit anti-Sendai virus antibody diluted 100-folds at room 
temperature f or ; .1 .hour . /Then/' after washing three times with PBS, 
cells were incubated with Alexa Flour™ labeled goat anti rabbit 
Ig(G+H) (Molecular Probe) diluted 200-folds at room temperature for 
10 1 hour. After washing three times with PBS, fluorescence images were 
obtained by lumino-image analyzer LAS1000 (Fuji Film) and plaques 
were measured,.... Results are shown in Figure 47. In addition, results 
of titers obtained are shown in Table 3. 

15 Table 3: Results of titers of each recombinant Sendai virus measured 
from results of plaque assay 



Recombinant virus Titer (pfu/ml) 



SeV18/SEAP 


3.9X109 


SeVNPP/SEAP 


4.7X108 


SeVPM/SEAP 


3.8X109 


SeVMF/SEAP 


1.5X1010 


SeVFHN/SEAP 


7.0X109 


SeVHNlVSEAP 


7.1X109 



20 <Comparison of reporter gene expression> 

LLC-MK2 cells were seeded onto a 6-well plate at 1 to 5x 10 5 
cells/well and after a 24 hour culture, each virus vector was infected 
at moi=2 . After 24 hours, 100 \xl of culture supernatants was recovered 
and SEAP assay was carried out. Assay was accomplished with Reporter 

25 Assay Kit -SEAP- (Toyobo) and measured by lumino-image analyzer 
LAS1000 (Fuji Film) . The measured values were indicated as relative 
values by designating value of SeV18+/SEAP as 100. As a result, SEAP 
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activity was detected regardless of the position SEAP gene was inserted, 
indicated in Figure 48. SEAP activity was found to decrease towards 
the downstream of the genome, namely the expression level decreased. 
In addition, when SEAP gene is inserted in between NP and P genes, 
5 an intermediate expression level was detected, in comparison to when 
SEAP gene is inserted in the upstream of NP gene and when SEAP gene 
is inserted between P and M genes. 

[Example 16] Increase, of^ propagation efficiency of deficient SeV by 

10 double deficient AF-HN overlay method 

Since the SeV virus reconstitution method used now utilizes a 
recombinant vaccinia virus expressing T7 RNA polymerase (vTF7-3), 
a portion of the infected cells is killed by the cytotoxicity of the 
vaccinia virus. In addition, virus propagation is possible only in 

15 a portion of cells and it is preferable if virus propagation could 
be done efficiently and persistently in a more cells. However, in 
the case of paramyxovirus, cell fusion occurs when F and HN protein 
of the same kind virus exists on the cells surface at the same time, 
causing syncytium formation (Lamb and Kolakofsky, 1996, Fields 

20 virology, pll89) . Therefore, FHN co-expressing cells were difficult 
to subculture. Therefore, the inventors thought that recovery 
efficiency of deficient virus may increase by overlaying helper cells 
expressing deleted protein (F and HN) to the reconstituted cells. 
By examining overlaying cells with different times of FHN expression, 

25 virus recovery efficiency of FHN co-deficient virus was notably 
increased. 

LLC-MK2 cells (lx 10 7 cells/dish) grown to 100% confluency in 
10 cm culture dishes was infected with PLWUV-treated vaccinia virus 
at moi=2 for 1 hour at room temperature. After that, mixing 12 p.g/10 

30 cm dish, 4 jag/10 cm dish, 2 |ig/10 cm dish, 4 |ig/10 cm dish, and 4 p.g/10 
cm dish of FHN-def icient cDNA comprising d2EGFP (pSeV18 + /AFHN-d2GFP 
(Example 8)), pGEM/NP, pGEM/P, pGEM/L, and pGEM/FHN, respectively 
(3 ml/lOcm dish as final volume) , and using gene introduction reagent 
SuperFect (QIAGEN) , LLC-MK2 cells were introduced with genes using 

35 a method similar to that as described above for the reconstitution 
of F-def icient virus. After 3 hours, cells were washed three times 
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with medium without serum, then, the detached cells were recovered 
by slow-speed centrif ugation (1000 rpm/2 min) and suspended in serum 
free MEM medium containing 4 0 fig /ml AraC (Sigma) and 7 . 5 ng/ml trypsin 
(GIBCO) and added to cells and cultured overnight. FHN co-expressing 
5 cells separately prepared, which were 100% confluent 10 cm culture 
dishes, were induced with adenovirus AxCANCre at MOI=10, and cells 
at 4 hours, 6 hours, 8 hours, day 2, and day 3 were washed once with 
5 ml PBS (-) and detached by cell'dissociation solution (Sigma). Cells 
were collected by slow speed centrif ugation (1000 rpm/2 min) and 

10 suspended in serum free MEM medium containing 4 0 jag/ml AraC (Sigma) 
and 7.5 jag/ml trypsin (GIBCO) . This was then added to cells in which 
FHN co-deficient virus was reconstituted (P0) and cultured overnight. 
Two days after overlaying the cells, cells were observed using 
fluorescence microscopy to confirm the spread of virus by GFP 

15 expression within the cells . The results are shown in Figure 4 9 . When 
compared to the conventional case (left panel) without overlaying 
with cells, notably more GFP-expressing cells were observed when cells 
were overlaid with cells (right) . These cells were recovered, 
suspended with 10 7 cells/ml of Opti-MEM medium (GIBCO) and 

20 f reeze-thawed for three times to prepare a cell lysate. Then, FHN 
co-expressing cells 2 days after induction were infected with the 
lysate at 10 6 cells/100 jxl/well, and cultured 2 days in serum free 
MEM medium containing 40 jig/ml AraC (Sigma) and 7.5 [xg/ml trypsin 
(GIBCO) at 37 °C in a 5% C0 2 incubator, and the virus titer of culture 

25 supernatant of PI cells were measured by CIU-GFP (Table 4 ) . As a result , 
no virus amplification effect was detected 4 hours after FHN induction, 
and notable amplification effects were detected 6 hours or more after 
induction due to cell overlaying. Especially, viruses released into 
PI cell culture supernatant were 10 times more after 6 hours when 

30 cell overlaying was done compared to when cell overlaying was not 
done . 

Table 4: Amplification of deficient SeV by double deficient AF-HN 
cell overlay method 

35 
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GFP -CIU 




xl0 3 /ml 


FHNcell+ad/cre 


FHN cell- 


4h 


6h 8h 2d 3d 


8-10 


6-9 


80-100 70-100 60-100 20-50 



[Example 1.7] Confirmation of pseudotype Sendai virus's possession 
of F-def icient . genome - 

Western analysis of proteins of extracts of infected cells was 
5 carri-ed out to confirm that the virus propagated by VSV-G gene 
expression described above is F-def icient type. As a result, proteins 
derived from Sendai virus were detected, whereas F protein was not 
detected, confirming that the virus is F-def icient type (Figure 50) . 

10 [Example 18] Effect of anti-VSV antibody on infectiousness of 
pseudotype Sendai virus comprising F and HN gene-deficient genome 
To find out whether pseudotype Sendai virus comprising F and 
HN gene-deficient genome, which was obtained by using VSV-G 
expressing line, comprises VSV-G protein in its capsid, neutralizing 

15 activity of whether or not infectiousness is affected was examined 
using anti-VSV antibody. Virus solution and antibody were mixed and 
left to stand for 30 min at room temperature. Then, LLCG-L1 cells 
in which VSV-G expression has not been induced were infected with 
the mixture and gene-introducing capability on day 4 was analyzed 

20 by the existence of GFP-expressing cells. As a result, perfect 
inhibition of infectiousness was seen by anti-VSV antibody in the 
pseudotype Sendai virus comprising F and HN gene-deficient genome 
(VSV-G in the Figure) , whereas no inhibition was detected in Sendai 
virus comprising proper capsid (F, HN in the Figure) (Figure 51) . 

25 Thus, the virus obtained in the present example was proven to be 
pseudotype Sendai virus comprising VSV-G protein as its capsid, and 
that its infectiousness can be specifically inhibited by the antibody. 

[Example 19] Purification of pseudotype Sendai viruses comprising 
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F gene-deficient and F and HN gene-deficient genomes by density 
gradient ultracentrif ugation 

Using culture supernatant of virus infected cells, sucrose 
density gradient centrif ugation was carried out, to fractionate and 
5 purify pseudotype Sendai virus comprising deficient genomes of F gene 
and F and HN genes. Virus solution was added onto a sucrose solution 
with a 20 to 60% gradient, then ultracentrif uged for 15 to 16 hours 
at 29000 rpm using SW41 rotor (Beckman) . After ultracentrif ugation, 
a hole was made at the bottom of the tube, then 300 jil fractions were 
10 collected using a fraction collector. For each fraction, Western 
analysis were carried out Vb test that 1 the virus is a pseudotype Sendai 
virus comprising a genome deficient in F gene or F and HN genes, and 
VSV-G protein" as capsid. Western analysis was accomplished by the 
method as described above. As a result, in F-deficient pseudotype 
15 Sendai virus, proteins derived from the Sendai virus, HN protein, 
and VSV-G protein were detected in the same fraction, whereas F protein 
was not detected, confirming that it is a F-deficient pseudotype Sendai 
virus. On the other hand, in F and HN-deficient pseudotype Sendai 
virus, proteins derived from Sendai virus, and VSV-G protein were 
20 detected in the same fraction, whereas F and HN protein was not detected, 
confirming that it is F and HN deficient pseudotype Sendai virus 
(Figure 52) . 

[Example 20] Overcoming of haemagglutination by pseudotype Sendai 
virus comprising F gene-deficient and F and HN gene-deficient genomes 
LLC-MK2 cells were infected with either pseudotype Sendai virus 
comprising F gene-deficient or F and HN gene-deficient genome, or 
Sendai virus with normal capsid, and on day 3, 1% avian red blood 
cell suspension was added, and left to stand for 30 min at 4°C. 
Thereafter, cell surface of infected cells expressing GFP were 
observed. As a result, for virus with F gene-deficient genome and 
F-deficient pseudotype Sendai virus (SeV/AF, and pseudotype 
SeV/AF (VSV-G) by VSV-G) , agglutination reaction was observed on the 
surface of infected cells, as well as for the Sendai virus with the 
original capsid. On the other hand, no agglutination reaction was 
observed on the surface of infected cells for pseudotype Sendai virus 
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comprising F and HN gene-deficient genome ( SeV/AF-HN (VSV-G) ) (Figure 
53) . 

[Example 21] Infection specificity of VSV-G pseudotype Sendai virus 
5 comprising F gene-deficient genome to cultured cells 

Infection efficiency of VSV-G pseudotype Sendai virus 
comprising F gene-deficient genome to cultured cells was measured 
by the degree of GFP expression in surviving cells 3 days after 
infection using flow cytometry. LLC-MK2 cells showing almost the same 

10 infection efficiency^ in S; 'pseudotype Sendai virus comprising F 
gene-deficient genome and Sendai virus with original capsid were used 
as controls for comparison. As a result, no difference in infection 
efficiency was found in human ovary cancer HRA cells, whereas in Jurkat 
cells of T cell lineage about 2-fold increase in infection efficiency 

15 of VSV-G pseudotype Sendai virus comprising F gene-deficient genome 
was observed compared to controls (Figure 54). 

[Example 22] Construction of F-deficient type Sendai virus vector 
comprising NGF 

20 <Reconstitution of NGF/SeV/AF> 

Reconstitution of NGF/SeV/AF was accomplished according to the 
above described "Envelope plasmid + F expressing cells overlaying 
method". Measurement of titer was accomplished by a method using 
anti-SeV polyclonal antibody. 

25 Confirmation of virus genome of NGF/SeV/AF (RT-PCR)> 

To confirm NGF/SeV/AF virus genome (Figure 55, upper panel) , 
culture supernatant recovered from LLC-MK2/F7 cells were centrifuged, 
and RNA was extracted using QIAamp Viral RNA mini kit. QIAGEN. according 
to the manufacturer's protocol. Using the RNA template, synthesis 

30 and PCR of RT-PCR was carried out using SUPERSCRIPT™ ONE-STEP™ RT-PCR 
SYSTEM (GIBCO BRL) . As control groups, additional type SeV cDNA 
(pSeV18 + b ( + ) ) (Hasan, M. K. et al . , J. General Virology 78: 2813-2 820, 
1997) was used. NGF-N and NGF-C were used as PCR primers. For NGF-N, 
forward: ACTTGCGGCCGCCAAAGTTCAGTAATGTCCATGTTGTTCTACACTCTG (SEQ ID 

35 NO: 33), and for NGF-C, reverse: 

ATCCGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGTCAGCCTCTTCTTGTAGC 
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CTTCCTGC (SEQ ID NO: 34) were used. As a result, when NGF-N and NGF-C 
were used as primers, an NGF specific band was detected for NGF/SeV/AF 
in the RT conditions. No band was detected for the control group 
(Figure 55, bottom panel) . 

5 

[Example 23] NGF protein quantification and measurement of in vitro 
activity expressed after infection of F-def icient type SeV comprising 
NGF gene 

Infection and NGF protein expression was accomplished using 

10 LLC-MK2/F or LLC-MK2 cells grown until almost confluent on culture 
plates of diameter of 10 cm or 6 cm. NGF/SeV/ AF and NGF/ SeV/AF-GFP 
were infected to LLC-MK2/F cells, and NGF/SeV and GFP/SeV were infected 
to LLC-MK2 cells .at. m. o . i OV-'Or, aid cultured 3 days with MEM medium 
without serum, containing 7.5 fig/ml trypsin (GIBCO) . After the 3 day 

15 culture, in which almost 100% of cells are infected, medium was changed 
to MEM medium without trypsin and serum and further cultured for 3 
days. Then, each culture supernatant were recovered and centrifuged 
at 48, 000x g for 60 min. Then, quantification of NGF protein and 
measurement of in vitro activity for the supernatant were carried 

20 out. Although in the present examples, F-def icient type SeV 
(NGF/SeV/AF, NGF/SeV/AF-GFP) (see Figure 55) are infected to LLC-MK2/F 
cells, if infected with a high m.o.i. (e.g. 1 or 3) , namely, infected 
to cells that are nearly 100% confluent from the beginning, experiment 
giving similar results can be performed using F non-expressing cells. 

25 For NGF protein quantification, ELISA kit NGF Emax Immuno Assay 

System (Promega) and the accompanying protocol were used . 32.4jig/ml, 
37 . 4 |ig/ml, and 10 . 5 jag/ml of NGF protein were detected in NGF/ SeV/ AF, 
NGF/SeV/AF-GFP, and NGF/SeV infected cell culture supernatant, 
respectively. In the culture supernatant of NGF/SeV/AF and 

30 NGF/SeV/ AF-GFP infected cells, high concentration of NGF protein 
exists, similar to culture supernatant of NGF/SeV infected cells, 
confirming that F-deficient type SeV expresses enough NGF. 

The measurement of in vitro activity of NGF protein was 
accomplished by using a dissociated culture of primary chicken dorsal 

35 root ganglion (DRG; a sensory neuron of chicken) using survival 
activity as an index (Nerve Growth Factors (Wiley, New York) , pp. 95-109 
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(1989) ) - Dorsal root ganglion was removed from clay 10 chicken embryo, 
and dispersed after 0.25% trypsin (GIBCO) treatment at 37 °C for 20 
min. Using high-glucose D-MEM medium containing 100 units/ml 
penicillin (GIBCO) , 100 units/ml streptomycin (GIBCO) , 250 ng/ml 
5 amphotericin B (GIBCO) 20 |LiM 2-deoxyuridine (Nakarai) , 20 jaM 
5-f luorodeoxyuridine (Nakarai) , 2 mM L-glutamine (Sigma) , and 5% 
serum, cells were seeded onto 96-well plate at about 5000 cells/well. 
Polylysin precoated 96-well plates (Iwaki) were further coated with 
laminin (Sigma) before use. At the start point, control NGF protein 

10 or previously prepared culture supernatant after SeV infection was 
added. After 3 days, cells were observed under a microscope as well 
as conducting quantification of surviving cells by adding Alamer blue 
(CosmoBio) and using the reduction activity by mitochondria as an 
index (measuring 590 nm fluorescence, with 530 nm excitation) . 

15 Equivalent fluorescence signals were obtained in control (without 
NGF addition) and where 1/1000 diluted culture supernatant of cells 
infected with SeV/additional-type-GFP (GFP/SeV) was added, whereas 
the addition of 1/1000 diluted culture supernatant of cells infected 
with NGF/SeV/AF, NGF/SeV/AF-GFP, and NGF/ SeV caused a notable 

20 increase in fluorescence intensity, and was judged as comprising a 
high number of surviving cells and survival activity (Figure 56) . 
The value of effect was comparable to the addition of amount of NGF 
protein calculated from ELISA. Observation under a microscope proved 
a similar effect. Namely, by adding culture supernatant of cells 

25 infected with NGF/SeV/AF, NGF/ SeV/AF-GFP, and NGF/ SeV, increase in 
surviving cells and notable neurite elongation was observed (Figure 
57) . Thus, it was confirmed that NGF expressed after infection of 
NGF-comprising F-deficient type SeV is active form. 

30 [Example 24] Detailed analysis of F-expressing cells 

1. moi and induction time course of Adeno-Cre 

By using different moi of Adeno-Cre, LLC-MK2/F cells were 

infected and after induction of F protein, the amount of protein 

expression and the change in cell shape were analyzed. 
35 Expression level was slightly higher in moi=10 compared with 

moi=l (Figure 58) . When expression amounts were analyzed at time 
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points of 6 h, 12 h, 24 h, and 48 h after induction, high expression 
level of F protein at 48 h after induction was detected in all cases. 

In addition, changes in cell shape were monitored in a time 
course as cells were infected with moi=l, 3, 10, 30, and 100. Although 
5 a notable difference was found up to moi=10, cytotoxicity was observed 
for moi=30 or over (Figure 59) . 
2. Passage number 

After induction of F protein to LLC-MK2/F cells using Adeno-Cre, 
cells were passaged 7 times and expression level of F protein and 

10 the morphology of the cells were analyzed using microscopic 
observation . On the other hand, laser microscopy was used for analysis 
of intracellular localization of F protein after induction of F protein 
in cells passaged until the 20 th generation. 

For laser, microscopic observation, LLC-MK2/F cells induced with 

15 F protein expression were put into the chamber glass and after 
overnight culture, media were removed and washed once with PBS, then 
fixed with 3.7% Formalin-PBS for 5 min . Then after washing cells once 
with PBS, cells were treated with 0.1% Triton X100-PBS for 5 min, 
and treated with anti-F protein monoclonal antibody (y-236) (1/100 

20 dilution) and FITC labeled goat anti-rabbit IgG antibody (1/200 
dilution) in this order, and finally washed with PBS and observed 
with a laser microscope. 

As a result, no difference was found in F protein expression 
levels in cells passaged up to 7 times (Figure 60). No notable 

25 difference was observed in morphological change, infectiousness of 
SeV, and productivity. On the other hand, when cells passaged up to 
20 times were analyzed for intracellular localization of F protein 
using the immuno-antibody method, no big difference was found up to 
15 passages, but localization tendency of F protein was observed in 

30 cells passaged more than 15 times (Figure 61) . 

Taken together, cells before 15 passages are considered 
desirable for the production of F-deficient SeV. 

[Example 25] Correlation between GFP-CIU and anti-SeV-CIU 
35 Correlation of the results of measuring Cell-Infected Unit (CIU) 

by two methods was analyzed. LLC-MK2 cells were seeded onto a 12-well 
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plate at 2x 10 5 cells/dish, and after a 24 hour culture, cells were 
washed once with MEM medium without serum, and infected with 100 
Ill/well SeV/AF-GFP. After 15 min, 1 ml/well serum-free MEM medium 
was added and further cultured for 24 hours. After the culture, cells 
5 were washed three times with PBS(-) and dried up (left to stand for 
approximately 10 to 15 min at room temperature) and 1 ml/well acetone 
was added to fix cells and was immediately removed. Cells were dried 
up again (left to stand for approximately 10 to 15 min at room 
temperature) . Then, 300 (al/well of anti-SeV polyclonal antibody 

10 (DN-1) prepared from rabbits and diluted 1/100 with PBS(-) was added 
to cells and incubated at 37 °C for 45 min and washed three times with 
PBS(-). Then, to the cells, 300 jxl/well of anti-rabbit IgG (H+D) 
fluorescence-labeled second antibody (Alex™ 568, Molecular Probes) 
diluted 1/200; with E?BS(-) was added, and incubated at 37°C for 45 

15 min and washed three times with PBS (-) . Then, cells with fluorescence 
were - observed under fluorescence microscopy (Emission: 560 nm, 
Absorption: 645 nm, Filters: Leica) . 

As a control, cells were infected with 100 jil/well of SeV/AF-GFP 
and after 15 min, 1 ml/well of MEM without serum was added. After 

20 a further 24 hour culture, GFP-expressing cells were observed under 
fluorescence microscopy (Emission: 360 nm, Absorption: 470 nm, 
Filters: Leica) without further manipulations. 

A Good correlation was obtained by evaluating the fluorescence 
intensity by quantification (Figure 62) . 

25 

[Example 26] Construction of multicloning site 

. A multicloning site was added to the SeV vector . The two methods 
used are listed below. 

1. Several restriction sites in full-length genomic cDNA of Sendai 
30 virus (SeV) and genomic cDNA of pSeV18 + were disrupted, and another 

restriction site comprising the restriction site disrupted was 
introduced in between start signal and ATG translation initiation 
signal of each gene. 

2. Into already constructed SeV vector cDNA, multicloning site 
35 sequence and transcription initiation signal - intervening sequence- 
termination signal were added and incorporated into NotI site. 
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In the case of method 1, as an introducing method, Eagl-digested 
fragment (2644 bp), Clal-digested fragment (3246 bp), 
Clal/EcoRI-digested fragment (5146 bp) , and EcoRI-digested fragment 
(5010 bp) of pSeV18 + were separated by agarose electrophoreses and 
5 the corresponding bands were cut out, then it was recovered and 
purified by QIAEXII Gel Extraction System (QIAGEN) . Eagl-digested 
fragment was ligated and subcloned into LITMUS38 (NEW ENGLAND BIOLABS) 
and Clal-digested fragment, Clal/EcoRI-digested fragment, and 
EcoRI-digested fragment were ligated and subcloned into pBluescriptll 
10 KS+ (STRATAGENE) . Quickchange Site-Directed Mutagenesis kit 
(STRATAGENE) was used for successive disruption and introduction of 
restriction sites . 

For disruption' of restriction sites, Sal I: (sense strand) 
5' -ggagaagtctcaacaccgtccacccaagataatcgatcag-3' (SEQ ID NO: 35), 
15 (antisense strand) 5' -ctgatcgattatcttgggtggacggtgttgagacttctcc-3' 
(SEQ ID NO: 36), Nhe I: (sense strand) 

5' -gtatatgtgttcagttgagcttgctgtcggtctaaggc-3' (SEQ ID NO: 37), 
(antisense strand) 5' -gccttagaccgacagcaagctcaactgaacacatatac-3' 
(SEQ ID NO: 38), Xho I: (sense strand) 

20 5' -caatgaactctctagagaggctggagtcactaaagagttacctgg-3' (SEQ ID NO: 39) , 
(antisense strand) 
5' -ccaggtaactctttagtgactccagcctctctagagagttcattg-3' (SEQ ID NO: 40) , 
and for introducing restriction sites, NP-P: (sense strand) 
5' -gtgaaagttcatccaccgatcggctcactcgaggccacacccaaccccaccg-3' (SEQ ID 
25 NO: 41) , (antisense strand) 

5' -cggtggggttgggtgtggcctcgagtgagccgatcggtggatgaactttcac-3' (SEQ ID 
NO: 42), P-M: (sense strand) 

5' -cttagggtgaaagaaatttcagctagcacggcgcaatggcagatatc-3' (SEQ ID NO: 

43) , (antisense strand) 
30 5' -gatatctgccattgcgccgtgctagctgaaatttctttcaccctaag-3' (SEQ ID NO: 

44) , M-F: (sense strand) 
5' -cttagggataaagtcccttgtgcgcgcttggttgcaaaactctcccc-3' (SEQ ID 
NO: 45), (antisense strand) 
5' -ggggagagttttgcaaccaagcgcgcacaagggactttatccctaag-3' (SEQ ID NO: 

35 46), F-HN: (sense strand) 

5' -ggtcgcgcggtactttagtcgacacctcaaacaagcacagatcatgg-3' (SEQ ID 
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NO: 47), (antisense strand) 

5' -ccatgatctgtgcttgtttgaggtgtcgactaaagtaccgcgcgacc-3' (SEQ ID 
NO: 48),; , • i ■ ■ ' • HN-L : (sense strand) 

5' -cccagggtgaatgggaagggccggccaggtcatggatgggcaggagtcc-3' (SEQ ID 
5 NO: 49) , (antisense strand) 

5' -ggactcctgcccatccatgacctggccggcccttcccattcaccctggg-3' ( SEQ ID 
NO: 50), were synthesized and used for the reaction. After 
introduction, each fragment was recovered and purified similarly as 
described above, and cDNA were assembled. 

10 In the case of method 2, (sense strand) 

5' -ggccgcttaattaacggtttaaacgcgcgccaacagtgttgataagaaaaacttagggtga 
aagttcatcac-3' (SEQ ID NO: 51), (antisense strand) 
. 5' -ggccgtgatgaactttcaccctaagtttttcttatcaacactgttggcgcgcgtttaaacc 
gttaattaagc-3' (SEQ ID NO: 52), were synthesized, and after 

15 phosphorylation, annealed by 85°C 2 min, 65°C 15 min, 37°C 15 min, 
and room temperature 15 min to incorporate into SeV cDNA. 
Alternatively, multicloning sites of pUC18 or pBluescriptll , or the 
like, are subcloned by PCR using primers comprising termination signal 
- intervening sequence - initiation signal and then incorporate the 

20 resultant into SeV cDNA. The virus reconstitut ion by resultant cDNA 
can be performed as described above. 

Industrial Applicability 

The present invention provided Paramyxoviridae virus-derived 
25 RNP deficient in at least one envelope gene, and the utilization 
thereof as a vector. As a preferable embodiment, vectors comprising 
a complex of RNP and a cat ionic compound are provided. By applying 
present invention, antigenicity and/or cytotoxicity problems can be 
avoided when introducing vectors into target cells. 
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CLAIMS 

1. A coffpl\^x/cQ^J4Lsihg■' , (a) a negative-strand single-stranded RNA 
derived from a paramyxovirus, wherein said RNA is modified so as not 

5 express at least one of the envelope proteins of Paramyxoviridae 
viruses, and (b) a protein encoded by and binding to said 
negative- strand single- stranded RNA. 

2. A complex according to claim 1, wherein said negative-strand 
single-stranded RNA is modified so as to express NP, P and L proteins, 

10 but not F, HN or M proteins, or any combination thereof. 

3. A complex according to claim 1 or 2, wherein said negative-strand 
single-stranded RNA derives from the Sendai virus. 

4. A complex according to any of claims 1 through 3, wherein said 
negative-strand single-stranded RNA further encodes a foreign gene. 

15 5. A composition for gene transfer, comprising a complex according 
to claim 4 and a cationic lipid. 

6. A composition for gene transfer, comprising a complex according 
to claim 4 and a cationic polymer. 

7. A method for expressing a foreign gene in a cell, comprising the 
20 step of introducing the composition for gene transfer according to 

claim 5 or 6 into a cell. 



25 
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ABSTRACT 

A functional RNP containing negative-strand single-stranded 
RNA derived from Sendai virus, which has been modified so as not to 
express any envelope protein, has been successfully prepared. An RNP 
comprising a foreign gene is prepared and inserted into a cell with 
the use of a cationic liposome, thereby successfully expressing the 
foreign gene. 



THIS PAGE BLANK (uspro> 



This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ black Borders 

□ image cut off at top, bottom or sides 

□ faded text or drawing 

□ blurred or illegible text or drawing 

□ skewed/slanted images 

^eolor or black and white photographs 
tpgray scale documents 

Rlines OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: ; . ; 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



THIS PAGI BLANK (usnn 



